E.E. Nap. (1) 3106 K.A.I. 355/2006
Ap. 4133, 15.9.2006

Ap1Bpog 355
~ OITIEPIMETPQN NPOZTAZIAZ KATA THX EIZATQIMHZ KAI
EZAMAQZHZ OPTIANIZMQON ENMIBAABQN I'A TA ©OYTA KAI TA ©YTIKA
MPO’I'ONTA NOMOI TOY 2003 KAI 2005

Aldraypa duvapet tou apbpou 24(2)((1)
Ma oxoroug evappoviong pe tnv rnpdgn g Eupwnalkhg Kowdtntag e
TitAo—
Enionn «0dnyia 2006/56/EK tng Emtrpormg, g 12ng louviou 2006, ya tnv tpo-
Egnueplda ™S nomoinon Twv napaptnuatwy g Odnyiag 93/85/EOK Tou SupBouliou yia

§7E 55’02;82 TNV KataroAéunon tg SakTuALw TG onyng (ring rot) Tng natartag»,

o.1. O Ynoupyog Mewpylag, Puoikwv Moépwv kot MepBAANOVTOG AOKOVTAG TIQ
efouoieq nou Tou mapéxet 10 dpbpo 24(2)(a) twv nepi Métpwv Mpootaciag
katd g Elcaywyng kal EEanAwong Opyavicopwv EmpBAaBov yvia ta dutd kal
Ta dutiké lMpoltdévra Noéuwv tou 2003 kat 2005, exdidel To akdAoubBo Ald-

Tayua.
SUVOnTIKOG 1. To nmapoév Awaraypa 8a avagépetal wg to repi Métpwv Mpootaciag katd
TiTAOG. ™™g Ewoaywyng kat EEamAwong Opyaviouov ErupAapov yia ta dutd kal ta

dutikd Mpotévra (Métpa yia tnv KatanoAéunon e AaKTUAWTAG ZRYPNG TG
Matarag) MNpwto Atdtayua tou 2006.

Epunvela. 2. Zro napdv Adtaypa—

Enionpn «Kavoviopoi» onuaivet toug niepl Métpwy lNpootaciag katd g Elcayw-
ﬁ‘gggggr‘]i% yAg kat EEaniwong Opyaviouav ErupBAapmv yia ta dutd kat ta GuTikd
Toito (I): Mpotévra (Métpa vy tnv KatarmoAéunon tng KopuvoBaxktnpiwong g
3.10.2003. Matarag) Kavoviopoug tou 2003.

147(1) Tou 2003 «Nopog» onuaivet toug nepl Métpwv Mpootaociag katd Tng Ewcaywyng

9B Tou 2005, ki EEAMAwong Opyaviopudv EmBAaBiv yia ta dutd kat Ta dutika Mpois-
vta Nopoug tou 2003 kat 2005.

«AGKTUAWTA onyn» onuaivet tov emPBAapn opyavioud Clavibacter

michiganensis (Smith) Davis et al. ssp. sepedonicus (Spieckermann kau

Kotthoff) Davis et al. maBoyovo aitio rou rpokaAel Tn SakTUAwTh oRYn g

natdrag.
AvTikara- 3. Ta Mapaptipata I, Ii, Il kat IV twv Kavoviouomv avtikaBiotavtat and ta
?gﬁgp&"l"ﬁp[u avtioTtotxa Keipeva mou mepihapBavovtal ota Mapapthuata [, 11, HI kau IV,
kat IV Ty QVTIOTOLXQ, TOU TIAPOVTOS AlATAYMATOG,
Kavovioumv.
EvapEn 4. To napov Awdtaypa tiBetal og toxu anoé v 17 AnptAiou 2007.

loxuog.
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MAPAPTHMA I
- (épBpo 3)

SXHMA AOKIMON IMA TH AIAPNQEH, ANIXNEYEH KAl TAYTOHO!HZH TOY
BAKTHPIOY THEZ AAKTYAIQTHEZ ZHWHE, CLAVIBACTER MICHIGANENSIS (Smith)
Davis ef al. ssp. SEPEDONICUS (Spieckermann et Kotthoff) Davis et al.

MEAIO EGAPMOIHE TOY EXHMATOZ A OKIMON

To oXEDio TTou TTOpPoUdIGeTal TrEPYPAPE! TIG Didpopes diadikaoies yia:
@i Tn 6|avacrr| MG BAKTUNIWTHS cmtpng OE KOVOUAoug Ka q:urcx TATATag:

(i) NV Qvixveuon Tou Clavibacter’ mlchlganenSIS ssp. sepedon/cus ot 6€lypcxrcx
KOV5U)\O.)V KOl QUTWV TTaTdrag:

(i) v TOuToTOINCT TOU Clawbacter michiganensis ssp.. sepedonlcus (C. m. subsp
sepedonicus).

"t - FENIKESRRXES

Z70 TTROGARTINGTA TIAPEXOVTGI PEATIWHEVT TTRWTOKOAN TXETIKG UE TI¢ SiGwopes HeBiddouc,
- EMKUPWREVA avTIBpaoTripia Kal )\En‘ropépaag OXETIKA HE TrV TTPOETOILACI TWV  UAIKWYV
SoKIUAG Kat HapTdpwy.. ZT10 Trpocrapmpa 1 TapaTiBeral KardAoyog Twv epyc:cnnplwv Trou
: cuuparslxuv ot BeAniotoTroingn Kal emKUpWON TWY TprTOKOMu)V

Abyw TOU 6T T TPWTOKOAAA agopolv Tl']V aviyveuon gvég opyaviopoU kapavTivag Kai
TepIAapBdvouv ) Xprion Broipwy kaANepyeiv Tou C. m. subsp. sepedonicus WS UNIKGV
papnﬁpwv, eivar amapaftnto va stpappoceoov ol diadikaoied UTTd TIE KATAAANAEG CUVBIKES
kapavrivag, He ETOPK ei¢ -eykaraoTdoelg di1aBeong GTFOR)\!:{TLMV Kou utrd TV TpoUTdBes
TPONYOUHEVNS XOpPrynong Twv KCXTC()\M]A(.UV odeiv amd TG amcrnpsg apyég- Trou efval
uTredBuveg yia Bépara kapavrivag tpurwv .

O1 Trapduerpol Trou Kaeopliouv ™ Glséaywyn TwV SoKipv TpETEl va eEacpaAifouy
‘oTabepr Kal avcmapaywvlpr] avixveuon Twv emMTESWY Tou C. m. subsp. sepedonicus ota
Kaeopxceawa OpIa TWY ETTIAEYHEVIIV paeoﬁwv

H akpiBri¢ Tapaokeur Twv BeTIKKV PapTipwy eival ETTITAKTKI.

H Bievépysia Sokiudv olpewva HE Ta OTOITOUHEVO Opia TrpolTroBétel ewriong tnv
e€ac@dhion opBwV TaPaUETPWY, CUVTAPNON Kai BaBuovéunon tou eEotrAiopol, TV .
TTPOCEKTIKI| HETAXEIPION Kal cUVTAPNOT), Twv avTidpaoTneiwy KaBwg Kal T Afwn SAWV Twv
arrapalToIwy. PETRWY YIG. TNV. OmoQuyr HOAUVOnG. HeTafld Jwy OSelypdrwy,. ILY.. TO
Siaywoeioud Twy BeTikv papTipwv amd Ta eAeyydueva defvuara. Eivar arapaitnro va
© epappblovTal TPOTUTIA EAEYXOU TNG TOIGTRTAG £T01 WOTE va amrogeuxBolv SIOIKMTIKE Kai
GAAa opdApaTa, 1BiaiTepa Goov apopd TNV EMCTIHAVON KAl THV TEKHURPIWaT.
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H mBavoAoyolpevn eppdvion Tou TTaBoyovou, STIWS auTH avapEPETal GTNV TApAYpPapo (2)
Tou Kavoviopou 6, onuaivel v Grrapgn BeTikol amroTEAECHATOC TUW SIOYVIGTIKIY SOKILIV
fi Twv dokipwy diakoyrig Tou dievepyrBnkay em Beyudrwy,

61Wg opideTar oTa SlaypappaTa PoriC.

Edv n mpi Sokipr SiahoyAg (IF PCR/FISH) efvau Betik, i pdAuvon amd 1o Cms
Bewpeital mbavyy kar TpEwer va Tpayuartotrondel Sedtepn Sokiur Siahoyrc. EGv kai n
Oeltepn  Sokipfp  Siahoyrg  efvan  Berik, n  urmowla poAuvong  emBeBaiiveral
(mBavoAoyoupevn eppavion Tou TABoYOVOU) Kai TIPETTEl VA GUVEXITBET N TpaypaToTroinon
SokIH@V olUpgwva pe 1o oxfpa. Edv n 8elrepn SokipR diahoyhc sival apvnTike, TOTE
Bewpeital 671 To Sefypa dev £xel poAuvBef améd to Cms.

MNa To Adyo auré; W¢ BeTIKG amotéheopa g Sokipng IF, 611w avagépstar 0TV Tapdypago
(2) tou Kavoviopol 6, xapakmpierar n Bemikrj avdyvwon IF Tou éxet emBeBoiwbe-aTmé
BedTepn Sokiur Biahoyng (PCR/FISH).

H EﬁlBEBaiwon ™mg TAPOLSTag ToU opyavIoHOU, GTTWC avagpéEpeTal oTny Tapdypago (1) Tou
Kavoviopoud 7, onpaivel Tnv amop6vwaT) Kai TautoTroinan Kabaprig KaAAEpyeiag Tou C. m.
subsp. sepedonicus kal emBeRaiwon T¢ Taboyéveiag.

1. MAPOYZIAZH TOY AIATPAMMATOE POHE

1.1. ExApa aviyveuonc yia ™ Sidyvwon g SakTUNMWTHRG oRYng og Kovdlloug
TIaTérag Kol QUTE TOTATAG TTOU TrApoUsIGlouV CUPTITONATY SAKTUMWTAC

onyng RS

H Oiadikacia eétaong mpoopifetal yia KovBUAOUG Kai QUTE TTdTAC - TToU
TFAPOUCIAGOUY  OUPTTTOHATA  TUTIKG 1] TToU yewoOv UT6voieg yia  UTrapén
Saxkruhiwtrg ofyng. H diadikaoia mwepihapBdvel pia Sokipf Tayeiag Siahoyiic,
amopévworn  Tou  maBoydvou aitiou  omd  polucpévo  ayyewdn 1016 Of
SiayvwoTikd UAIKG Kal, og mepimiwon Bemkol amoteAéouaroc, Tautomoinon g
kaAhiépyeiag wg C. m. subsp. sepedonicus.
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Kévauhog(-01) i Quré(-) wardrag pe mlavd
TupTTThuaTa SakTuhwTAC adwng B

TAXEIEE AIAFNQETIKEZ AOKIMEE ® ]

[ BAZIKH AOKIMH ANOMONQEHE & ]

|

[ ATroikieg e Tumkiy popgodoyia J

Aev avixveuBnxke awd 7o C m. subsp.
sepedonicus
Agiypa pn mrpooBeRAnuévo amé ro C.m.
subsp. sepedonicus

[ © KaBapiopog HE UTroKaAMEPYEIR ]

[ AOKIMEE TAYTONOMHEHE © } \JF : { AOKIMH MAGOTENEIAT @ ]

Kat oi 510 SokIpéS EmBeRaitivouy 6T TTPOKENT yia
kaBapit kaAhiépveia C.m. subsp. sepedonicus

oxt - Acgfypa un TposBepAnpévo amd To
C. m. subsp. sepedonicus

Asgiyua wpooBeBAnpévo aird 1o -
) C. m. subsp, sepedonicus

(1) TMepiypaol Twv cupTrwpdrwy TapatBeral omy evéra 2
2) O1 katdhAnAeg dokipég eivar - Soxipi IF (evéTnra 4)
- Sokipry PCR (evétnia 6)
- Bokpn FISH (evomra 5) :

3) Av xai n aropévwon Tou mxeovévou atriou pe T Hiadikaoia HIABOXIKILY apUIDOEWY ETI GTEPEOD UTIOOTPWHATOS Qs
IoTolg HE TUTNKG oupTITdpara eivai apzan, 1 kaAMEpyeia prropel va amoTixel av BRIokGUacTe oE TTpoXwpNHEVa aTadia
HoAuvVoRg. ZaTTpogUTIKG BakTripia Tou avarTiooovTal of TPooBeBANpEVe 1676 prropz{ va rnxu)\uwouv Ava
epTrodicovv mv uvcrmu&n ToU TTaBoyévou CTo UAIKS m'ropévwcr]g Ma 70 Adyo autd, cuvieTdral i xprion 1600
HR EKAEKTIKOV GO0V Kal EKAEKTIKIV UTTOTTPWHATWY, KATE Trponpncn 70 MTNA (evdinra 8) n me Broéompng (zvomra 7)

{4y - -Hrepiypagh mg- TUTTIKIG HOPPOAOYIAG TWV-GTTOIKIDY 'n'apanaam TRV svornra-e
(5) ZTnV TIERITITWON ToU 10 cmo-rs)\eapcx e Bokiprig cm'ouovmqu eival apviinké ahAG Tapoucidovral Ta TUTTKG
CuuTTTHaTa TG UOGEVEIG;, Trpémel va emavahng8el n aropévwo). . .
5 . H uélorlcnn mumrromaq kaBapiic KahNépyeiag Tou C. m. subsp. sepedonicus EmTUYXAVETAl PE T xpnon BoKIpwV TTOU

) avaQépovTal aTny EveTTa 9.
®) H Sokiun raboyéveiag Treplypdeetar otny evetnta 10, |
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1.2, ZyApa yi v aviyveuon kai TauTtotroinon tou Clavibacter michiganensis
ssp. sepedonicus gt Seiypara QCUPTITWHATIKOV KOVOUAWY TTaTdTag

 Apxni

H Siabikacia eferaong amrookomel oty aviyveuon poAlvoewy ot AavBdvouoa
poper] ae KovdUAoug Tratdrag. To Bemkd ammotéAeopd TouhdyioTov dUo oKWy
Siahoyng Tou Paocifetal ot DAQOPETIKEG  PlohoyikEG  apXEg, TIPETEl  va
OUPTTANPpWVETA! HE TV amopdévwor  Ttou Traboydvou: akohouBel Bg, oTnv
TEPITTWON AaWOHOVWONG  TUTIKWV,  amoikiQv, empeBaiwon  pag  KaBaprig
KaMiépyeiag we Kahhiépyeiag C. m. subsp. sepedonicus. To Bemkd amotéAeopa
piag pévov dokipric dlahoyric Sev emrapkel yia va BewpnBel 6T 1o Sefypa yevvd
UTTOVOIES. ) .

O1 Bokipég Oiahoyrig Kal o JOKIUEG OITOHOVWONG TIPETTEl VA EMITPETOUV OpIo
- avixveuong g Tagng Twv 10° éwg 10* kuttdpuwviml aciwpriparog Tou IZARaATOC,
“ CUHTIEPIAGHBAVOUEVIIV WG BETIKWV HapTlipwy O KABE OE1pd SOKIHWY.
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[ o Acelypa xovBilwy Tardrag J

[ E€avwyii Ko GUVKEVTRWGN Tou Tradovévou # ]

BAZIKES AOKIMEE AIAAOTHE &
Aokijif IF # / Boxipri PCR ®/ Gokapn FISH ©

|

{ Mptatn, Sokip Bichoyrig @ J

Agv avigveiBike 1o

S C.m. subsp, sepedonicus
ApVITIK ' Gefypa pn wpooBepAnuévo
oV amé To
| C.m. subsp. sepedonicus

<>

( Aebtepn Sokipr Biahoyrig @ ]

ApvnTIKD

Agv avixvelBnke 1o
C.m. subsp. sepedonicus
Sefypa pn TrpooBeBAnuévo
amwé 1o

C.m. subsp. sepedonicus

[ ExhexTikf arropdvwon 7 kar BloSokiu (B’J

1
ArroiKieg s TuTIKr poppohoyia © j

Agv avixvedBnke To

’ ox1 o C.m. subsp. sepedonicus
Seiypa pn rpooBeBAnpévo
arré 10

C.m. siubsp. sepedonicus

NAl
( KaSapiopds pe urokahMEpYEIQ l
[ AOKIMEE TAYTOMOIHEHE Y ) ' /h ( AOKIMH NAGOTENEIAE 2 J

i

Kai o1 500 dokipég emmipeBanivouy 6T TTpOKETal Yo -
xaBapr kaAAigpveia C.m. subsp. sepedonicus

oxi Seiypa pn wpooBefinpévo ard To
: C.m. subsp. sepedonicus
1 NAL

|

Seiypa mpooBeBAnpévo amd To
-C:m. subsp. sepedonicus




3112

M - To mpérummo péyeBog Tou. Belyparog eivar 200 KGVBUADI av Ko n BiaBikaoia givar uvard va xpnorgomoindsl pe pikpérepa
Selyuara eav Bev uTapyouv SIaBECILD! KGVEUAD! . )

2 Or uEBoBor eEaywyrig Kai CUYKEVTPWONG Tou TraBoydvou TEpiypdgovial oTnv evétnTa 3.1

3) Zryv Trepfrmwon Tou 5o ToUAdYiIoToV BoKIEC e Bdon Siapopemikés RioAoyikés apxés efvar Bemkég, Trpémer va Bie§ayBef

amopbvwon kai emBeBaiwon. lMpayparomoieital TouAdyioTov pa Sokipy BiohoyRg. ItV TIEPITTWON TOU N &V Adyt
Gokiprj elval apvnniki, To Sefypa Bewpeiral apvnTiké. STV TEpITTWON ToU N ev Adyw Bokipr eivat Benkd, arameitcr n
Sievépyeia BeliTepng 1} TTEPICOTEPWV BOKIPGV Giahoviic pe Bdon Blagoperikés Blohoyikég apxEg £Ta1 oTe va empeaiwdel 1o

TpWra BeTikG amoréAeopa. Edv ) Sedtepn fj of GAeG Sokipég eival apvmkeg, To Beiypa Bewpefral apvnmké. Aev eivat amapaimm 0
BievEpyeia TEpaITEpW BoKIPLV, .
(4) Aokipri avooop8opiopou (IF) . :

Fia m Sokipn Siahoyrig IF Trpémer va XpnoipomolsiTal TTAVTOTE Evar TOAUKAWVIKG avriowud. H xprion TpooBETwY HOVOKAWVIKGV
QVTIIoWHATWY eival BSuvardv va TapExel HEYQAUTERPR efeibikeuon (BAére EVOTTa 4).
(5) Aoxynj PCR

Tpémer va xpnotpoTroolvial KaTEAANAWG EmKupwpéva avnbpaoTipia kai TpwrdkoAha PCR (BA&TE evétnia 6)

(6) Aokipr FISH .

Npémer va Xpnoipotrolodvial emKUpwpEVa avidpacTipia Kal TTPWTEKOMA (BA&mre evoTTa 5)

(7) ExAekrikii amopévwan

Edv xpnoporroreitar 7o uméotpwpa MTNA f 1o uméorpwpa NCP-88 kai 14100 apaiwon Tou aiwpiuartog Tou IZf{uaros, n
HEBOBOG auT EvBElkvuTal GF TIOAMS TEPITTOCEIS Yia Ty Gueon amopévwon Tou C. m. subsp. sepedonicus . Ot TUTTIKEC
arrorkieg eivar Suvarév va amokmBolv 3-10 nuépes perd v amopévwon e oTepeol UTroaTppaTos. THTE To adoydve aino
elval Buvarév va kaBapioBel kar va tautomomBel. Ia v TAfpn agioroinon Twv SuvaroiTwy Mg Sokiprg, awapoitTn
TIpoDTTERECN EivVal ) TTPOCEKTIK TTPOETOIAGTA TWV KWVWY TTOU ATpBAvOVTal aTrd To onyeio TPGOPUONG ToU CTOAOVIOL Yia TRV
arroguyr SEUTEPOYEVIIV Bakmpiwv TTou Exouv oxEon HE Tov KEVBUAD g TaTdrag wou  eiven aviaywvioTég Tou C. m. subsp.
sepedonicus ©TO BPETTIKG UTGOTPWHA Kal propoliv va kaAGTrrouv Ty avamrugn Tou waBoydvou pikpoopyaviopol. EGv
arroTiXel N ev Aéyw Sokiui, Tpémel va yiver arropdvion amé purd mou XpnotgotroloGvran yia T BioAoyiki Sokif (BAéwe
evénra 8)

(8) H ProBoxipr Xpnoworoleltal yia my amopévwon tou C. m. subsp. sepedonicus amwé iZipara EKXUNMORHATWY TATATAg KATGTV
EKAEKTIKOU EUTTAOUTIONOU OF QUTA peAwviZavag (Solanum melongena). H Boxiyur ammaire! GpioTeg OUVBHKES ETWaong 6TTwg
£xouv rpoBiaypagel via 1r péBodo aur. Tuxéy Bakipia ou Gpouv TapepTToioTKG évavtl Tou C. m, subsp. sepedonicus oo
urréotpwpa MTNA 1§ NCP -88, katd doa mBavénTa, dev Gpouv TaPEUBaTIKA o1 Bokiur auTr (BAETE evoma 7)

(9) H rumiki) poppodayia twy avoikitv meplypdoetal oV evémTa 8.

(10) H kaAMépyeia 1) o BioBokipsg eival Buvatdv va amorixouv Adyw aviaywviopol 1§ TrapeptéBions amd oampopuUTIKG
BakTipia. Edv crokmBolv Bevikd amoteAéopara onig SokipEg Biahoynig, aMd Ta amoreAéopara Twv Soxiphy amopévwong
elval apvnmkG, Tipéer va emavahneBody of SoKipEg amopdvwong amd To fGio npa fj pe m Afjyn TPOOBETOU  ayyEDBOUG
10700 KOVTG 070 ONPEic TTPGTPUONG Tou GTOAOVIOU aTTd KOHHEVOUS KOVBUAGUS Tou 15iou Selypatog  Ka, EGv eivar amapaltTo,
.va ehexBaliv TpdoleTa Belypara. - . L

(11) H agiémoT Tautomolnon kabapric kaAMiEpyeiag Tou C. m. subsp. sepedonicus ETITUYXAVETal JE TN XPON TWV SOKIPKY  Tou'
avapépovral oTny evéthTa 9. ) . .

(12) HBokipi raBoyévelag TiEpiypageTal amy evétra 10.
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1.3  Zxfpa yia v avixveuon ka tautotmroinor tou Clavibacter michiganensis
ssp sepedonicus og SEiYPUTA CCUNTIWHATIKAOV QUTRY TraTdrag

{ Aelypa amé aijpara orehexiv J

]
[ . Egaywyi ka GuykévTpwaN Tou TraBoyévou @ ]

BASIKEE AOKIMEE AIAAOTHE @
Exhexmiki} amopévwon @ / Sorpr IF © ] Gokipi PCR ©/ onlpn FISH ™
NpoaipeTiki aupn)\npwua-rmri BoKip: BloEDmpn

Avroikieg ue TuTnKi popq:o)\ovfu “ R . ‘DAeg ol BokIpég rou éyivav
pETA TNV aWop6VWOoT) givar apvnrkés
ox1 @ ( Aev avixvesBnke vo C. m, subs‘p: sepedonicus
Sefypa pn pooReBAnuévo amd To
L C..m. subsp. sepedonicus

=
a ‘

[ KaBapiouds pe urokalépyeia ]

[ AOKIMEE TAYTONOIHEHE ]’ AOKIMH MTAGOTENEIAS (1 ]

S

TTpéxeal yia kaBapr] kaAMépyaia
C. m. subsp. sepedonicus

Acgiypa pry trpoofepAnpévo amwé To
NA| C. m. subsp. sepedonicus

Aelypa rpooBeRAnpévo ammd J

Kai o1 800 doxipés emBeBaitvouv 61’1}

B

C. m.-subsp. sepedomcus




(1)
3
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BAéne evétnra 3.2 yia 1a cruvncmupsvc Hey£0n Beypdrwv
Q1 pEBobor efaywyng kat CUYKETpwoNG Tou TTaBoydvou weplypdpovial oty evéTnta 3.2
Zmyv mepiwon Tou 800 TouAdxioTo SokIpEg He Baor BIaQopeTiKEG BIoAoYIKES apxEs elval Benikég, Tpémar va GiefaxBei

‘amopdvwon kai emBeBalwon.

Mpémel va wpayparotromBel TouhdyioTo pia doxiiy Biahoyng. Edv To amrotéAeopa ¢ Sokipfic auTig eivat apvnmxe, 7o
Oefypa Bewpeitan apvnmké. Edv 1o amotéAeopa g ev Adyw Sowuric eivar Benkd, amarehar n Sievépyaia Belrepng 1
TEPIOCOTEPWY  DOKIMDY ﬁchovqg HE Bdon SiapopeTkég ﬁlo)\oylxsg apxec ol WoTe va EmBEBmme To apxiké Bemixd
mfoté)\zopu. Eav n Bedtepn 1| GMeg Sokipés elval apvnmkég, To Oefypa Bewpefrar apvnmké. Aev eival amapalieg
TEPQITEPW BOKIPES. i

H doxiur eXAekTIKG amropdviwong Kal n 'm'rnKr] uop(po)\oylu TWV AITOIKILOV TTEPIYpApOVIa mnv evomnTa 8.

H Bokipr IF mepiypdgerat otv evérnTa 4 -

Q1 BoxipEg PCR Trepiypdgovral otnv s:vémra 6

H doxip FISH wepiypdgerar otnv evérnra 8.

H BroBokip eplypdgeral onv evétTa 7.

H kaMiépyeia 1) of Biodokipés eivan Suvardy va amotiyouv ASyw aviaywviopod 1§ wWapepmwédiong amd campopuiika
Baktipta. Edv arroktnBolv Betikd amotehéopara omg doxipes Biahoyic ald Ta amoredéopara Twy SOKIMMY arropdvwang

- elvar apvnikd, Tpémer va emavakneBolv of BokipEg amopdvwong kai, edv eival amapaimro va ehexBolv pdobera

Selypora.
H aélé'rno'm Tautomolnon Kabapwv meaviv KaANEpYEDV Tou C. m. subsp sapedonicus EMTUYXAvVETQl PE T XPRON TwY

OKIpWV Trou avapépovial oty evérmnTa 9.
H Soxipr raboyéveiag mepiypdperal oTnv evérnra 10.
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MAKPOZKOIMIKH EZETAZH I'A TYMIATOMATA AAKTYAIQTHE SHWHX

QuTé TTATATAg

ITIC  eUpwTGikEG  KAIUGTONOYIKEG — OUVBKEG, Ta  OUNTITOHATA  OTraviwg
gvioTiifovial oTov aypd TOpoywyfig Kal Ouxvé jévov oTo TEAOG  ETTOXNG.
ETIrpooBétug, Ta CUPTITMHATG Eival oUXVE KekaAUppEVa 1j cuyxéovTal pE dAAeg
aoBéveieg, TO “yApag A HnXavikés BAGBes. Qg ek ToUtou, eivan elkoho Ta
ouPTITOPOTA va dlaglyouv TV TPoooxl Kard Tig emBewprjceig Tou aypol. Ta
oupTITAHaTa Pdpavong eivar TTOAS BIGQOpETIKG amd autd Thg KaoTavig onyng
TpékeiTal cuvABWS yia Ppadeia pdpavon, n otoid apxika eival TTEPIOPICHEVN
otV TEPIHETPO TV QUAAWV. Ta veapd mpooBeBAnuéva @UANG ouxvd ouvexifouv
va peyahdvouv aAhd autd oupBalver ot pikpdTEPn KAfpaka omig TpooBeBAnpéveg -
Covee. To yeyovdg autd Exel wg amotéheopa Tn dnpioupyia QUAWY He TeEpiEpyo
oxfiua. ZTa QUAG Tou £Xouv ETMPEacTel amwd TNV EPQPASn TOU AYYEIDBOUG
ioTol O XOUNAGTEPO THAHG TOU OTEAEXOUG OUXVE QvaTrTiooovTal XAWPWTIKES,
KITPIVEC TTPOG TTOPTOKOA], ECWITACUPIKEG TIEPIOXEG. Ta TPooBeAnpéva QUANDIA,
UANG KABWCE Kal Ta OTEAEX aKOHN EVOEXETAI OTO TEAOG va vekpwBolv. Zuxvd 1a
QUM Kot of k6vBUAol aTAd €xouv  pPeEIWPEVO péyeBog. Ie OPICHEVES TTEPITITCEIS
TOPaTNPEITAl Vaviouog TWV (PUTWV. ZTOV IOTOXWPO
http://forum.europa.eu.int/Public/irc/sanco/Home/main UTTApYOouV EYXPWHES
PWTOYPAYIEG EVOG EUPOUS CUUTITWHATWY. :

Koévduloi TraTarag

Ta apyikd CUWTITAPATA cuvioTavial o eAappg LjO(Acbﬁq poperl i ot eAappd

- Sla@dvela Tou 10ToU, XWpig Heiwon TG okAnpdtnTag, Yipw amd 1o OUCTAHA TwV

ayyeiwy, 1Biwg Kovrd oTo onueio wpboguong Tou oToloviou. O BaxkTUNOG TwY
ayyeiwv Kovrd oTo onpeio Tpdopuong Tou oTohoviou evBExeTar va efival EAPPUIG
okoupbTEPOG aTr’ 6T cuViBwS. To TPWTo gikoAa avayvwpioipo clptrTwpa eivat o
UTFOKITPIVOC  XPWHATIOUSS Tou BUKTUAOU TWwv ayyeiwy Kai To Tupwdeg eidpwia
Tou eEfpyetal amd Ta ayyela O6rav cupméfovral eAappig. To egidpwpa autd
TepiEXel  exatopplpia  Bakmpiwv. Eviote  epgavifetar KAl KAOTAVOXPWHOG
XPWHATIOWOC TOU QyyeidBoUG [0TOU Kol T CUPTITOHATA Twv KOVBUAwv oTo
oTEdI0 qUTO efval Guold PE QUTE NG KAOTAVAG OMAYNG ToU TPOKAAETal ard 10
Ralstonia solanacearum. ApyiKd, 1A CUPTITOHATA QUTE epgavifovtal Ot Eva
pévov TURUO Tou BakTUAiou TwV ayyeiwv kai OXI amopaiiTa Kovid gTo onpeio
TIPGCPUGCTIC TOU OTOAOVIOU, T CUVEXEID Ot evBEXeTal va emekTaBolv G OAOKANpO
T0 BakTOMO. H eTékTaon tng uOAUveNS odnyel o KATAoTPOYH] TOU ayYEIDOOUG 10700
evBéxetan 8e va TraparnpnBel kal amok6Mnon Tou eguwTepIkol pAoiol atd TOV
EOWTEPIKS. L€ TPOXWENKEVA OTESIA TNG HOAUVONG, ERQAVIGovTal OTNY ETIQAVEID TOU
kovBUAoU pwypéc, Ta XeiAn Twv otoiwv elval cuxvd kaoTtavokokkiva. Mpdogara
utmipEav otV Eupdim OpKETEG TEPITTWOEIG TIOU 1 ofYn Tou KEVTPIKOG QAoIoU
AapBdver xthpa TapdMnAa pe aqutiv Tou ayyeiddoug SakTuAiou Kai £XEl WG

“amotéAeopa BEUTEPOYEV] HOAUvon He dnuioupyia ECWTEPIKMY KOIAOTATWV Kal

vékpwor). Oi Seutepoyevelc HoAGVOEIC amd piknTes 1 BakTipla KGAUTITouV gvioTe Ta
OUPTITOHOTA aUTd Kol ouxvd eival d0okolo, av Ox1 adlvaro, va SiakpiBolv Ta
TrpoYwPNHEVOU oTadiou CUMTITWHATA TG SakTUNIWTAG CHYNG aTmd GAAEG CTIWEIG TWV
kovBUAwY. EVBEXETAl VA UTTGPXOUV ETTONG GTUTTG CUHTITWHATA. ZTOV I0TOXWPO

“htp:/fforum.europaetiint/Public/irc/sanco/Homelmiain - = " UTEPXouV  EYXPWHES

PWTOYPAYIEG EVOS EUPOUG CUHTTWHATWY.
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MPOETOIMASIA TOY AEITMATOS

Znueiwon:

C— To rummikd péyebo¢  Oelyparog  efvar 200 kovouAor ava Sokiun. [MNa IO EVIaTIKi}

3.4.2.

P Y e e e Y e e Te I i T s va A Vs dal
- OUAMAEYOVTGI OE i _)\pnlulpuuu:qecvnc.»: TIEDIEKTESG

SelyparoAnwia amairolvial MepICoGTEPES BOKIPEC o€ Gefyuara Tou peyéBous aurod. Tuxov
peyaAurepor apifuol kovSUAwv oo Belyia Ba Exouv w¢ arroTéAsopa rapeyTédIon) i
BuokoAies arnv epunveia Twv amoreAecpdrwy. H diadikacia Suwg pmopef va epapuooBel
Kar yia Sefypara pikporepa rwv 200 kovouiwy oty mepfirrwon mou efivar Alyérepol ol
Oiaéoiiol K6VOUAOL.

— H emikUpworn SAwV Twv PeBEdwWY awxvsucmg ToU TEPIYPAPOVTQI 0TI} CUVEXEIX ,Bam(smt
o dievépyera Sokuv oe Sefypara 200 KovoUAwy.

— To ekxUAiopa mardrag wou TEplypdperal mapakdrw [Topel emions va xpnoiyomomeer yia
v avixveuan Tou Bakrnplou ¢ kaoraviic ofiyng, Ralstonia solanacearum.

I'l Ipoc PETIKI] TTPOETTEEEPYATTr TIPIV aTrd TNV TapaoKeur] Tou Sefypatog:

ﬂ)\svovrcn ol KOvduAol. XproldoTrololvial KatdAANAQ aTroAUHAVTIKA (x,\u)plouxsg

evidoeic. eqv  Tpdkertal va  yprjoigomomBel n Soxigy PCR pe otéxo TV
amopdkpuvon Tuxov DNA Ttou TraBoydvou) Kol QrroppuTraviikd HETE amd KdBe
Sefypa. Oi k6vBUAol oTeyvvouv oTov aépa. H avwiépw Siadikacia TAlong eival
1Bioitepa xpriowpn (aAAd Bev arrcareiran) yio Sefypara tou TrepiBdAAovTal amd
uTrepBOAIKG XWpa KaBWE KOl OTHV TEPITITWON Trou TPOKETal va eQapHocsi n
dokipn PCR 1} i diadikacia Gpeong dropbvinong.

. Me éva kaBap6 kat amoAudacpévo vuoTépl fj elbik6 paxaipt Aaxavikav, deapeial

n emdeppida yipw amd 1o onuelo Tpdopuang Tou orohoviou Tou KovdUAou ETal

~(OTE va Qavolv ol ayyerdBeC 1oTol. ATOKOTITOUKE HE TTPOCOX] £va HIKpO Kvo

ayyehdoug 1oTod oo TO OrjuEio TPéoQUaNG ToU oToAoviou Kal . TTPOCEXOUNE
(HOTe N AQQIPOVEV TTOCATHTA Ny ayyeddoug 1oTod va eivar 1 eAdyioTn duvard
(BAEme I0TOXWPO http://forum.europa.eu.int/Public/irc:/sancolHome/main_

Znusiwen:

KB K6VBUAOC TToU TTapOUCTAdel CULTITWUATA TTOU YEVVOUV UITGVOIES yia Urapén SakTUAIWTS
onwne aenverar rapbuepa ko e§eraeral XwpIoTd.

Edv kard tn Sidpkeia g a(palpscrng TOU KWvou amd 10 onyeio Trpocr(pucrng TOU
oroloviou TraparnpnBolv  CUUTTTWHATA TOU  YEVvOUV urrovonsg yia  Omapén
SakTuNwTAS ofjwng Ba Tpémel va DlevepynBel POKPOOKOTIKA EMIOSWPNON Tou
kovSUAou Kkai va Komel o KOVBUAOG autdg Kovid oTo onueio TTpdo@Quong Tou
otohoviou. OAol ol Koppévol KOVBUAOI pe mBavd CUPTTWHATA TG aoBEveiag

- TrpETTE va PEAAOTTOIOOVTAL yia 2 TOUAGXIOTOV NUEPES gt Beppokpaoia Swpariou  Kai

va guAdooovral o kapavriva (4—10 °C)£éwc 6Tou oAokANpwBolv BAEg of DOKIMEG.
OAhot o1 kdévdudoi Tou  Belyparog, Uupﬂapl)\auﬁavopévwv EKEIVWV  TTOU
Tapoucidfouv  TBAVE CUUTITWHATA ™mg aoBéveiag, 'ITpETTEl va Siarnpolvial
oluguva pe 6oa TpoBiérrovral oTo TTapdpThpa Il

~QI . Kol Trou  £€xouv. AngOel. amd .10 _gnueio . TROoQUONG. Tou  oToAoviou

epiEkTeg pigg Xprions, of owolor eiva

* - Buvartév va eival KAEIoREVO! /KOl OPPayICHEVO! (OTNV TEPITTWOT TIOU OF  TTEPIEKTES
- EXouv ﬁavaxpnorpQTQOIneai Ba TpEmel v._q' koBapioBolv  eMIpEAWS KAl vd
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amoAupavBolv pe yAwpioUxeg evwoeig). Eivar mpomipdtepo va utmoBdAlovral o
KWvol amd Ta onueid TpOoQUONG TOu CToAoviou ot Karepyacia apéowg. Edv
auto Gev eivar Ouvardy, amobnkelovral OToV TEPIEKTN, XWPIG TV TTPooBrkn
puBpioTikoU StaAlpaTog, oTo Yuyeio yia 72 Gpeg 1o avwiaro 1 ot Beppokpaoia
duwpariou yia 24 (MpE¢ 1o aviTATO. TO CTEYVWHA KAl i PEANOTTOINGT TV KMVWY
KaBw¢ Kar 1 avdmruln Twv oampoQuUTWY Katd TV amoBrikeuon evOEXETAl va

_ TapepTrodicouy Ty avixveuon tou Bakmpiou g SaKTUAIWTAG Orjyng.

3.1.3. Or xwvor amd Ta onpeia Tpéopuong Tou oTohoviou urroBdAhovTal oe Katepyaoia e

Hia atrd Tig akdAouBeg dladikaoieg:

(o)  Oi1kwvol kaAUtrrovTan pe eTTapkri 6yko (epfrou 40 ml) puBuIcTIKOU
SiaAGparog e€aywynic (TTpoodpTipa 3) kot aveTappdooovial o
TEPIOTPOPIKS avadeuTripa (50-100 rpm) yia 4 Wpeg ot Beppokpaoia
XaHNAGTEPH Twv 24 °C 1 yia 16-24 (peg oTo Yuyeio:

i

(B) o1 kwvor opoioyevoTroloUvTal pE eTTapKr Oyko (mrepimou 40 ml) puBpioTikod
BiaAbuarog e€oywyr|g (TrpocdapTnia 3), eite ot avapeik (w.x. Waring 1 Ultra
Thurax) efte pe oOvBAIpn o oppayiopéve odko diaBpoxris piag xpriong (T.x.
Stomacher 1} Bioreba strong guage polythene, 150 mm x 250 mm-

QTOCTEIpWHEVA Bk aKTIVOBOAICS) XprotHoTToIRVTAS AoTIXEVIA HaTodAd 1j Tov
kardAAnAo e€omrAiopd oOvBAIyng (.. Homex).

unsi@oq:

- O kivbuvog emipéAuvang twy Selyudrwv efvar uwnAds érav ra Sefypara éxouv opoioyevoroimei ue
"Xxprion avapeiktn. IMpémel va AnpBolv mpopUAGEEIS i Ty amopuyr] ¢ Snuioupyias aspoAduarog i

umrepxeilions kard mn Sidpkeia ¢ Siadikaoias efaywyiis. Mpénerva eaopaAioBel 61 yia kdBe defypa
ol Aerfdeg kar Tar Soxeia Tou avapeikTipa aroareipivovrar Afyo piv v évapén mg Siadikaoiag. Eav
mpoKeTar va xpnoipgorromnBei n  Sokiulj PCR, pémer va .amopeuxBefl . peragopd  DNA  oroug
TEPIEKTES 1] TOV EEOTTAIOUG OUVBAIWRS. STIC TrepIMTWOEIS TTOU TTRSKETQl va xproluorrombel n PCR,
ouvioTarar i oUvBAIwn oe GdKouS pias Xprions Kabws Kal ) Xphion cwAiivwv mas xpdong.

. To umepkeipevo uypd petayyierar. Egooov 1o vypd epgaviletar Boks, kaBioTaral

Olauyég eite pe Quyokévipion oe XaunAn tayxutnta (Ox Tepiocdtepo amé 180 g
yia10 Aemrd oe Beppokpacia 4-10 °C) efre pe anBnon (40-100 pm), pe aviAia
Kevod TAévovrag 1o @idtpo pe TpéoBero (10 mi) pubuioTikd GiGAupa efaywyiig
(TpocdpTnua 3). .

3.1.5. To Baknpiakd KAGOUO CUYKEVTPUWVETAI HE (pl:)YOKéVTpIO'r] oe 7 000 g yia 15 Aemrrd (1

3.1.6.

10 000 g yia 10 Aemid) oe Beppokpacia 4-10 °C kai 1O UTrEpKeipevo uypd
aTroppiTITETal XWwpig va StartapaxBei 1o i¢nua.

To ifnua avadioAdetal o 1,5 mi puBuiotikod BioAlparTog Tou  Ifparog

. (mpocdptnua  3). Xpnowotroiodvtat 500 pl yia tov €Aeyxo C. m. subsp.

sepedonicus, 500 pl yia 10 Ralsfonia solanacearum kai 500 pl yia okomwolg
avagopdg. MNpoaotiBeTal amrooTeipwpEV YAUREPIVR Ot TeAiKi} ouykévipwon 10-25 %
(v/iv) ora 500 pl Tt TocdtnTag avagopdg Kal oTnv evaropeivaca woodtnia
BOKIAG, _avakaTeUoupe,  HE . OoTPEPIAIgUS  (vortex) . Kai.. OTOBNKEUOULE. . OF
Beppokpacia — 16 &wg — 24 °C (epBouGdES) 1 aToug — 68 Ewg — 86 °C (urjveg). O
Troo6TnTeES BoKipwv Siampolvial o Beppokpacia 4-10 °C katd 1n diegaywyr

_ TWwV SOKIHMV.
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Agv ouviordral i emavalappavopevn Katayugn kar amdpuin.

Edv amameital n peragopd Tou ekxuMouatog, Tpéme va eEao@alioBel ém n
Siavopr] Ba TrpaypaTtoTronBel ot WUKTIKG Boxeio eviog 24 £wg 48 wpwv.

. Efvan emimakiké, 6mwg 6Aol o Benikof pdptupeg Tou C..m. subsp. sepedonicus kai

Ta DefypaTa KATEpYAlovTal XWwpIoTd woTe va arrogelyeral n emipgéAuvon: To idio
1oxUE! Kal yid TIG avTIKEINevopopous e Sokipnig IF kan yia GAeg TiG BOKIHES.

QUTE TTATATAG

thsfwun:

Ma v -avixveuon twv AavBavévrwv mAnduoptiv Tou C. m. subsp. sepedonicus ocuvicTtaral o
Eheyxog ocdvBetwv Seiypdrwv. H Gadikaoia efvar Suvardv va epappooBel katdMnAa kai yia
oUvBera Befypara pe éwg 200 TuApara otehexwv. (Edv  mpayuparotrololvral  EMIOKOTCEIS,
QUTEG TIRETTE! VA BacifovTal 08 OTATIOTIKA QVTITTPOCWITEUTIKG Seiypa Tou TANBuopol (uTWY UTTd
egéraon.)

Me éva kaBapd Kal dwo)\upaauévo paxaipt 1 KAAdeuTIKE l;JC(MSC(, apaipeital TURHA
1-2 cm amd 1 Bdorn k&Be ateAéouc, Trdvw akpIBWE aTmé 1o EdPOG. .

To ev Adyw Tpr’]pd atroAupaiveral yia crl’JVTopo Xpovmé Bidotnua Ye aiBavoAn
70% Kai OTEYVWVETA QUECWS UE ATTOPPOPITIKG Xapn

Ta THaTa oTeAeywv CUAAEyovTal O K)\EIGTO cmomeupwpsvo TTEplEKTl‘]

Ta tpfuara otehexwv umoBdMovral oe Karepyaoia pe pia amé TIC akéAouBeg
Oiadikaaieg: . .

(a)  Ta tphApara kahltrroviar pe eTrapkr} 6yko (trepfrou 40 mi) pueplcﬂKoﬁ
SioAUparog  eaywyic  (rpocdptnpa 3) Kai avatappdoooyTal GE
TEPIOTPOPIKO avaﬁzurr]pcx (50-100 rpm) via 4 Wpeg o€ Gappoxpama
XapnASTepn TV 24 °C 1 yia 16-24 wpe¢ oTo Yuyeio- .
n

(B)  umoPdAovTal ot KaTepyaoia apécwe Pe GOVBAIYN TWY THMPETWY EVISS

‘ avBekTikoU odkkou BiaBpoxrig (.. Stomacher 1j Bioreba) pe tov
katédAnAo 6yko puBpioTikol SiaAdparog eEaywyrig (TTpoodpTna 3)
XPNOILOTTOIVTAG AdOTIXEVIO PaToOAd 1] Tov KatdAAnho e€orlioud
Guve)\upr]g (.. Homex). Zmnyv mepimtwon trou autéd dev efval duvardy, 1a
Tpr]paru crs)\exoug atroBnkeovTal oT0 WUYEID Yia Xpovikd SidoTnua 72

WpWY 10 HéyioTo 1 oF Bepuokpaocia Swyartiou yia Xpovikd 6lamnpa 24
WpWV TO UEYIOTO.

3.2.3. To utrepkeipevo vypd perayyiletar agol Karakadioer yia 15 )\amc't.

. 3.2.4.

Tlepaitépw Bluuyaoq TOU sKXU/\lcpchog i TNG OUYKEVTpWONG Tou BaKkrnpiakoy
- KAdoparog dev amraiTeital cuvnewg aMa evar Buvarov vd EFTEDYOEN i 6m9noq“
n/kal (PUYDKEVTp[OT] OTTWG TTEPIYPUAPETAI crr]v evétnTa 3.1.4-3.1.6.
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3 2 5. To adidhuto A ouykevipwpévo ekxUAMoua defyparog Xwpileta o 2 foa pépn. To
fuicu diampefrar oe 4-10 °C kard ™ die€aywyr] g SoKIUAS Kai 10 GAAO picd
puAdooetal pe 10-25 % (v/v) amrooteipwiévn YAukepiv gt Bepokpaoia — 16
Ewg — 24 °C (eBdopddeg) 1j oe Beppokpaoia — 68 €wg — 86 °C (urveg) yia Thv
TEPITTTWAT) Trou XpelaoBel 1y SIEVEPYEIT TTEPCITEPLY BOKILMV.

4. AOKIMH IF

Apxn

H xprion g GoxipAc IF wg apxikig Bokiung Siahoyic ocuvioTdral AOyw Tng
aTrodeBEYHEVNS EVPWOTIAG TNG YIA TNV ETFITEUEN TWV AITAITOUPEVWY Opitov.

Orav n Sokiun IF xpnoipomoieftar we apyIkn 60Klpl‘]‘6la}\oyﬁg Kat n avdyvwon IF
eivar Betikf, mpémer va mpdylaromoinBel n dokiu PCR n FISH wg Belrepn
doxipn Gicc)\oyng Orav n dokipr IF xpnclpcmolanou wg 5EUTEpr] Bokipr Biahoyric

Kat n avdyvworn IF eivar Benikn, amaireitar Sie€aywyr] mepaitépw SoKIPmY oUWV
He 10 Sidypappa porig yia Ty oAokhipwor) Tng avaiuong.

I3

Inueiwon:

Orav n doxiry IF xpnowomomkital we apxiki Sokipf Blohoyrig, XpnoigoToleiral TAvVTETE éva
TIOAUKAWVIKG avTiowya. Ze mepiTwon BeTiki¢ avayvwong IF pe ToAukKAwvIKG  — avriowua, n
mepaitépw SiaAoyr] Tou Selypartog Pe povokhwvikG aviiowpa eivar Suvarév va TTapAaoKe!  UeEYaAUTEPN
eCeidikeuon ahha prropel va efvar Alydtepo evaioBnTr.

Xpnopotroiolvral avricwpara ot oréhexog avagopds Tou C. m. subsp. sepedonicus. ZuvicTdral o
TPOCBIopIoP6S: TOU TiTAOU yia KGBE véa TapTida avriowpdrwy. Qg 1iThog opierai n Heyahlrepn
apaiwon oty otrola AauBdver xwpa i BEATIoT aviiBpact étav uToBaAeTal oe Soxiufy aiwprnua
Tou TiEpIEXE! 105 £wg 106 kdtrapa avd ml Tou opdAoyou oTeAéxoug Tou C. m. subsp. sepedonicus kal
XPNoIHOTTOIETal KATAAANAC CULTTAOKO lcoealokuavmng qzeopslcﬂvng (FITC) oclpowva pe wg
O'UC'TGO'Elg TOU KOTAOKEUQGOTH. Ta THOWTOYEVE] TTOAUKAWVIKG 1] HOVOKAWVIKG avTiowpara TrpETTEl va
- &xouv TiTAo IF TouAdxioTov 1:2 000. Kard m Sidpkeia TG dokung, TA avnawucxm TTPETTE! va
Xpnoigotroiotvral o apaiwon(- EIC_,') epyaciag (WD) otov T1ithe 1) Kovrd otov  TitAo.
Xpnoipotrotobvral emKUpwpiva avTiowpaTa (BAEme 10TOXIPO
http://forum.europa.eu.int/Public/irc/sanco/Home/main.) ’

H OSoxuj wpémel va TpaypatoTolefal ot ekXuNopara  Seiypdrwv  Trou  £xouv HGAIQ
TrapackeuacBel. Eqv eival amapaitTo, pmopel va wrpayparorrongef pe  emtuxfa 08 ekXuAouaTa
Tou éxouv amobnkeulel oe Beppokpacia - 68 éwg—~86 °C o yAukepivR. H  yAukepivn eiva
Suvarov va apaipebel amd To Sefypa pe TV TpooBrkn 1 mi puBuioTikod SiahbpaTog IZANATOS
(Tpocdptnya 4), ek véou quyokévrpion yia 15 Aetrtd oe 7 000 g kal ETQVOOXNUATIoNd  Qwpriarog
ot foo 6yKo puBpioTikol SiaAdparog 1gfiparos. Zuxvd autd Sev elvar avaykaio, 1Blaitepa Qv Ta
Selypata aviiKeIHeEVopOpou Exouv Tpoonhwbel oTic avTIKEIHEVOQPOpoUS He BiEAcuoT amd AGYa (BAETTE
2.2).

IMapaokeudgovTal EeEXwPIOTd W BETIKOl HEPTUPEC QVTIKEILEVOPAPOI aTrd OPOAOYO
oTedexog | &GAAo oTéAexog avagpopdg tou C. m. subsp. sepedonicus, Tou eivai
aIpnHa os ekXUANITHA TTaTaTag, 6TTWe TEPIYPAPETQT aTO TTROCAPTNHA 2, KA
TTPOAIPETIKA OE pUBICTIKG BIGAUHA.

Q¢ TapspoIol HEPTUPES TRETE va XpRoloTolobvTal, 6TroTe efval Suvardv, otnv idia
_avrmeipsvocpopo,-cpucncwg HoAuopévoligrof-(trrou Siernpolvral: ps Aue(pl)\lwcrl A

I(I‘i'l'!‘”l"l;n oTOUC — 4R cl - 94 °C \
YugH CTeLg (g
P - P
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Q¢ apvnrikol PAPTUPEG, XPNOIHOTTOIOUVTAl KATAAANAEG nocémrsé ‘aKquicchoé -
BelypaTog TTou Tponyoupivwg efxe SokIpaoTel Kau frav apvnTiké.

Xpnmpoworouvrm TOAUQATVIGKEG  QVTIKEIHEVOPGPO! TTAGKES  pikpooKoTriou pe 10
Kard Tpotiunon earvia SiapéTpou TouhdxioTov 6 mm.

H Sokipf Tou UAikoU Twv papTipv yiverai pe Tov i8io TPGTIO GTTWG QU TOU 1
TWV OEIYPATWY.

O1 avTikelpevo@opol TTAGKES éompng TpoeTolpddovral He pia omd TG akdAoubeg
Siadikacieg:

@) Mo igipara pe JIKpri oXETiKA TToooThTa ICRHaToS apUAou:

. 2TO Trpo’.)ro <pa1'vio QEpETA pEqupévog HE OlpWVIo ouyKEKplpavog -BYKOG
(15 pl eivar apketdg yia earvia pe Sidperpo 6 mm - o dykog K)\lpcu(wvarcn
STTPOG T AV Yia PeyaAlTeEpa xpm'wcr) Gpalwcr}g 1/100 TOU CIWPHHATOC Tou
. #ICAHATOC TIATATAG. ZTr) CUVEXEID, PEPETCI HE CIPWVIO GHOIOG OYKOG LN
-.apclwpévou ICr’luaTog (1/1) ora utrdAorTa Qarvia Bmﬁoxmc'x H deltepn
oeipd ;mopa va xpncnporromesl wg Befypa eig SrrAolv 1 wg SedTepo
Befypa 61Twg paiveral oTnv eIkéva 1. ’

(i) Mo GAAa grpara: .

MNapackeudfovtal Sekadikég apaibaelg (1/10 kai 1/100) Tou aiwpiarog
TOU ICHjHaTog ot puBoTIKG BIdAUNA ICHaTog. Ze pia oeipd parviwy,
QEpETA ps’rpnpévog HE CIQWVIO cuyKe:Kplpévog 6ykog (15 pl eivan aprerdg
yia garvia pe SIGUETPo 6 mm — 0 GYKOg KAIUGKWVETAI TTPOG T GV YIa
HeYaAUTEPT (pama) TOU mwpnpmog TOU IZJHATOC KAl KABE apalwcn H'
BelGrepn oeipd propel va xpnotpotroinBel we emavaAnyn Tou TpWToU
Selyparog 1j yia éva 6edtepo Belypa 61rwe qalveral oty €IKOva 2. .

Ta ortayovidia oreyvivovtal o Beppokpacia trepIBdMovtog 1§ pe Bépuavon oe
Beppokpacies 40 éwg 45 °C. Ta Bokmpiakd KUOTTOpA TIPOCHAGVOVIAL OTNV
avTiKeipevopdpo He Béppavorn (15 Aetrtd otoug 60 °C), pe eAdya, e 85 % aiBavoAn’
1] cUPQUWVA HE TIG CUYKEKPILEVES OBMYIES TWV TTPOUNBEUTAV TWY  QVTICWHATWY.

Edv eivar amapaimro, of TpoonMupéves avTIKEINEVO@opol efvat Buvartdv va
(uUAayBolv omy OUVEXEIX oty karayuén oe agudarwpevo doyeio yia oo TO
duvardv  pIKpSTEPD  Xpovikd  Bidotiya  (To  péyioTo \(IC( 3 pnvsg) TpoTol
urroB)\neouv Ot TTEPAITEPW BOKILEG. .

Aiadikacia IF

0] Z0HQWva HE TNV TTpOETOl[JC(OlCI mg: cxvnmpevoq)opou BoKiung oTo onpao
4.1.(i): .

ﬂapGGKauaCETal Hia oelpa apmwcewv TOU avncrwparog aTo Bm)\amo (014
-puBpIoTIKG-GidAupa yie-F- Te mplre parvio TTpETT54 va-Eyel-1/2 Tou-tirhou

(T/2), Ta utréhorrra 1/4 Tou Tithou (T/4), 1/2 Tou TiTAou (T/2), Tov TiTAO (T)
Kai 1o SirAdoio Tou TiTAou-(2T). .
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(i)  ZOpowva pe TRV eTolpaaia g CIVIIKE![.IEVO(pOpOU TPOG 60Klpn oTo onueio
S R{i)K

Mapaoksudletan n  apaiwon epyaciag (WD) Tou avTiowuarog oe
puBpioTiké  didhupa - yia  IF. H apaiwon epyaciag emnpeddel my
. eGeidikeuon.

Eikéva 1. MpoeTolpaaia TG AVTIKEIHEVOPOPOU ﬁAc’xmg SoKipnig
oUuewva Je Ta onpeia 4.1.(1) ka 4.3.() :

Apaithoelg Tou avadichUpévou IZHaTog .

1/100 i1 1 1 1M 1 Apciwon Tou
avadiahupévou

: IZHparog
. (T = 1ithog) T/2 T4 T2 T 2T O Apaioeig Tou
: avtioppou /
AvVTICWHATOS
oTo BrrAdoio

Aeiypa 1

1 2

Aviiypago TOU
Gefyparog 1 Tou o

delypartog 2 5] 97 .

Ewéva2.  Tpoeroiacia g QVTIKEIHEVOOOPOU TTAGKAG SokiHfc
CUHEWVA HE T Unps:icx 4.1.(if) ko 4.3.(ii)

Apainoi] apvacnag ToU QVTIOPPOU/QVTICERATOC
11 110 1/100 kevd Kevd 1" Aexadixi apaiwan
. TOU
avadioAupévou

IZrHaTog

Aglypa 1

Avilypapo TOU =
Befyparog 1 ff Tou e o
Belyparog 2 6 7

4.3.1. O1 avrikeipevopdpol TAGkeg SisuBetolvian Tdvw oe évuypo xapt. Kabe garvio
60K1}qu KOAGTITETCQN TIARPWG HE TRV 1 TIG apmwcalg TOU Gvncwparog O 6ykog  Tou
QVTICWUATOG TrOU EQPHOZETa OE KGBe @aTvio TTRETEl va Vol TOUAGKIGTOY. -

'lcog HE TOV OYKO TOU scpcxppoceawog aKxuNcmaTog

H cu(o)\ouen Siadikaoia TJ‘pETI'El Va EQUPHOCETAN OTNY 'ITEplT'TU.)O'l’] TToU Bev Uwapxouv
ou er;\p[pevsg oﬁqylsg m—o ;oug —rpopneemsg TWV uvncwpmwv i
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4.3.3.

4.3.4.

4.3.5.

4.3.6.

4.3.7.
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O uv-nKzlpsvbcpépo; TTAAKEG eTrwdgovTal ot £vuypo XopTl KaTw ammd éva KGAUPpA yia
30 Aetrra o€ Beppokpagia TeptBdAiovtog (18-25 *C).

Ta atayovidia amopakpUvovral e éva eAappd Tivaypa ammd Thv avTIKEIIEVOQPOPO  Kal
aKoAouBel TrpooekTikG EETAUpA pe puBpioTIKG SIdAupa IF. MAévovTal pe Buelapa yia
5 Aemrtd oe puBpioTikd Sidhupa IF-Tween (Trpocapmpa 3) Kai oTn CUVEXEID yia 5
AsTrTd o puBlioTIKG Bidhupa IF. Mpémer va amopelyetal n Snpioupyia aepoAupdTwy
n n peragopd orayovidiwv rou Ba prropoloav va €Xouv WG aTTOTEAECHA TNV
empbAuvon. H mepiooeia vepol apaipeiTal TTPOCEKTIKA XPrOTHOTTOIMVTAG HE aTTAALS
Kivijoeig éva oTutréXapTo.

O1 avrikelpevopopol TAAKeG SieuBetolvral Tavw ot évuypo Xapt. Ta oarvia
BoKIung KaAdTrrovran pe Tnv apaiwaor 1ou cupmAckou FITC rou xpnolgoToleital yia
Tov Tpocdiopiopd Tou TiTAou. O GyKOG TOU ¥pnoipotroiolpgvou oTa  garvia
OUPTTAGKOU TrpETrel va efval iB10G HE TOV OYKO TOU EQAPHOCBEVTOC QVTICMUATOG.

Ot avrikeipevo@opor ewdalovral ge évuypo XapT Kdtw amd éva KdAvppa yia 30
AeTTTd o€ Beppokpacia TepIBailoviog (18-25 °C).

Ta orayovidia Tou CUPTIAGKOU CTTOHOKpUvVOVTOl Me ehagppd Tivaypa amd Tnv
avrikeigevopopo. O avrikelpevopdpol  EemmAévovral kol TAévovTal  OTTWG
Tponyoupévwg (4.3.3).

H mrepicoeia uypaciag agaipeital TpOOEKTIKG.
Se kGBe oarvio @fpovral pe ocipdvio 5-10 pl 0,1 M Quwopopikold puBuICTIKOG

BiaAdparog yAukepivig (mrpoodprnua 3) 1} egTropikol avriCeBwpIaoTikod UNIKOU
EYKAEIONG KAl TO QATVIG KAAUTITOVTON JE [ia KaAuTrTpida.

4.4. Avdyvwon ¢ dokiprig IF

4.4.1.

442,

Or avrikeipevo@dpol TAdkeg Borkiprg eEeTAfovTal OE HIKPOOKOTTIO £TgBopiopol He
oiktpa kardAAnAa yia ) Siéyepor Tou FITC, pe éAaio — 1} uSatokataduTikoé eakd Ot
peyéBuvon 500-1 000x. Ta ‘garvia e€etdovial Katd 800 kdBereg DIapETPOUC Kal KaTd
TNV TEPIpETPS Toug. Doov agopd Ta ﬁaiypam TTou Bev .Oeiyvouv kaBohou KITTAPT 1
Oeixvouv HIKpS apiBpd kUTTApWY, TRETE Vo napampneouv TouhdyioTtov 40 media
HIKpooKoTiou.

Mpwra’ eAEyXETAl 1] AVTIKEIHEVOQPOPOS Tou BeTikoU pdptupa. Ta KOTTOpA TPETE! va
givar TARpwg Ypwouéva pe AapTps  @Bopicud oTov  TTPOCDIOPICHEVO  TITAO
QVTICWHATOS 1] TV apaiwaon epydoiag. Ze TepITTWon TApEKKAIONS TRS XpWong, n
Sokipn IF (evéthnra 4) eravahaupdveral.

E€erdletai £dv uTrdpxouv Aaumpwg @Bopifovia KUTTAPA ME T XOPOKTNPICTIK
uwoppoAoyia Tou C. m. subsp. sepedonicus ota @arvia  SoKig  TWV
QVTIKEIHEVOPOPWV TTAQKWV dokiurg (BAétre 1I0TOXWPO

http://forum.europa.eu.int/Public/irc/sanco/Home/main). H évraon Tou @Bopiopod
"péTrEl vo*’s'iv'dr'lcroéovupn 1) KaAUrepn arrd- EKsivr] TOU- BeTIKOU- UEPTUPA--HE-4DId -

CIpC(lO.)GF] QAVTICWHATOG. Kuwapa He areA xpwon 1 pe aobevi weopxcrpo Oev
TIPETTEl va Acxp[Savovwl UTrOqu . .
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Edv umdpyel umowia poAuvong, n Sokiy mpéme va emavaAnedel. Kdm Téroio
uTrdpyel TrEpiTTWON va oupBel edv GAe¢ of avTikelevo@Opor piag TrapTidag -
Befyvouv Betmikd Kurrapa Adyw TNE HoAuvong Tou puBpioTikol BiGAlpaTog [ eav
Bpedolv BeTikd  KOTTapa (EKTOG TWV  QaIviwv NG QVTIKEILEVOPSPOU) OV
ETMKGAUWN TG QVTIKEILEVOPSPOU.

Yrrdpxouv Oidgopa TpoPAfHATR  CUUQUTA pE TV e€eidikeuon TG BOKILAG
avooopBopiopoy. Ta IZApaTa TwY KWVwY amrd ta onueia Tpéoeuong Tou oToloviou
Kol TWV TENUATWV TOU OTEAEXOUG TEPIEXOUY ouxvd TAnBucuols @BopIGovTwY
KUTTGPWV Un TUTTIKAG Hop@oAoyiag KaBwe kal un EDIKGOG avTidpuvia oapoQuUTIKY
Bakpia dpoiou pEYEBOUG Kai pop@oloyiag pe To C. m. ssp. sepedonicus.

AapBdvovrar  uToyn povov 16 @Bopifovra KUTTOPA  TUTTIKOU psyzeoug Kai
Hopgoloyiag oTtov TiTAo ) TV apaiwon gpyaciag TWY QVTICWHATWY 6TTWG OTO
onpeio 4.3.

4.4.5. Epunveia Twv aotehegpdTwy IF:

() Edv Bpiokovral Aapmrpg pBopifovTa KUTIapa HE XAPAKTNPIOTIKA
pop@oAoyid, eKTIHGTA 0 HECOG aPIBPGC TUTTIKWDY KUTTEPWY avd Tedio
LIKPOOKOTHOU Kl UTTOAOYIZETN O apIBPOE TWV TUTTIKWY KUTTApwY avd mi
Tou avadiahupévou igiparos (Trpoodptnia 4).

H avdyvwon IF givan BeTiki yia Befypara pe Touhdyiotov 5 x 10® TuTrkG
kGTTapa avd mi Tou avadiohupévou  iIgApaTog. . To  Belypa  BeswpeiTtal
evdexopévg HoAuopévo Kal aTrarreftal n SievEpyeia TEEPAITEPL SOKIPDY.

(i) H avdyvwon IF ivar apvnrikd yia defypara pe XxyéTspa amé 5 x 10°
- kOTTApa av& ml avadiaAupévou igipartog kar 1o Oefypa Bswpeitar apvnTikd.
Acev arraireiTar i Sieaywyr) TEPAITEPL SOKIHV.

AOKIMH FISH

Apxi

Orav n 5OKI|JF] FISH Vpncn;_orrmsnal w¢ apykny doxipry diahoyng Kar TA
GTTOTE)\EO’}JC(TG gival BeTikd, TTpéTTel vd 'lTpC(y]JGTO'ITOlnGEl n Soxipj IF wg deltepn
utroxpewTiki dokiur SlaAoyrig. Otav n dokipr FISH xpnomonomrcu wg BelTepn
Sokipf diahoyrig kai Exer Bemkd amoteAéopara, amarreftar Sieaywyn TEPAITEPW
SoKIHWV cUuewva ye To didypappa porig via Ty oAokAjpwon g Sidyvwong.

Znueiwon:

Xpnoiporroodvral  EMIKUPWLEVO! oAlyoawxvzureg adikof yiw 10 C. m. subsp. sepedonicus
(mpoodprnua 7). OI TpoKarapKTIKES SoK Osusg e 1 uéBodo aur Ba TPETEl VA EMITPETOUV TV
avarrapayyitn avixveuon rouAdytarov 10°-1 0* kurrdpwv Tou C. m. subsp. sepedonicus av& mf mou
mpoCTiBEVTaI OF EKXUATopaTa SEYUATWY TTOU TTPONYOUNEVIE Arav apvnrika orn SoKIys.

- H™ ak6Xouen dladikacia Eival TTPOTIMGTEPO v TTpC(Y}J(ITOTrOIEITGI ‘og ex(UNioHa

Belyparog mou  EXEl po)\ng TapaokeuaoBef oAMG  eivanr emiong -Suvardv  va
Tpayparotroindel pe emruxia o exxUNopa éewpamg Tou E)(El oa1roBnKeUBEl pa

y)\UKaplvn oroug— 16 zwg 24 °C A Toug 68 £wg ~ 86 °C.
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Q¢ Up\!!‘[TlKO! HAPTUPEG, XpT]GlpO‘n’OIOUVTC{l KGTGM[‘])\EQ TOOOTNTEG EKXUAIOHOTOG
6&‘.1‘{}.!\4!\)5 mou upunlyuupcvwg |||uv upv:lnnu aTig 5\”\\}4;5 yid 10 C. m S“"“‘p

sepedonicus.

Qg Berikol pdpTupeg, TapaokeudZovial aiwpApara Tou Trepixouv 10° wg 10°
kutrapa avd ml Tou C. m. subsp. sepedonicus (1.x. o1éAexog NCPPB 4053 1 PD
406) oe 0,01M puBuioTIKG BidAupa pwopopikiv (PB) amd  KaAképyaia 3 — 5
NHEPWY (Yia TV Trapaokeur] BAEme Trpoodprnua 2). Mapackeuddovial EEXwWPIoTE
WG GeTIKOl PAPTUPEG AVTIKEIHEVOPOPO! TAGKES a1rd OpdAcyo OTEAEXOC 1 dAAO
OTEAEXOG avagpopdg Tou C. m. subsp. sepedonicus, TTou  £Xel yivel aidpnua oe
eKXUMNIOpO TTaTdTag, émog TEPIYPEPETAl OTO TTPOCAPTHHA 2.

H Xprion oAiyoavixveuTrj euBaktnpiwy onpacpévou pe FITC Tapéyxel papTupa yid T
Siadikaoia uppIdITHOY, KaBUG xpmpcm;al OAa 1o euBakTipia TTou BpiokovTal oTo
Oefypa.

To UNKG TWwV papTOpwy BOKIMGZETAl He TPOTTO TAUTAOTHO HE ekeivo Tou 1 TWV
Berypdrwy.

MpooniAwon Tou eEKXUATHATOC TTaTdTAC

To akéhouBo Tpwrdkohho Baoieran otov Wullings ef al., (1998):

5.1.1. ﬂapacmud{qm TO TPOCNAWTIKG SidAupa (BAETe Tpoodptnua 7).

5.1.2. ®épovrar pe oipovio 100 pl kGBe ekxulioparog Sefyparos oe owhArjva Eppendorf kai

5.1.3.

puyoKevrpoUvrai yia 8 Aetrid os 7 000 g.

Apaipeital 7o uepKeipevo uypd kai 1o [njta Biahlerar oe 500 pl Trpocn)\umkoii
uypol Trou €xel TrapackeuaoBel Myotepo amd 24 (peg TIPIV. Avakate(oUpEe pE
oTpoRiMiops (vortex) Kot eTTWAoupe yia pia vikTa otoug 4 °C.

EvaMakrikd  mpoonAwtikd  uypd eival Sidhupa 96 % aiBavoAng. Ma
Xpnoidotroinar} Tou 1o ignua, awd To Prpa 5.1.2 SiaAvetar oe 50 pl 0,01 M
puBpiaTikol  Biahdpatogs  puwogoplikwy  (PB) kar 50 pl 96 % qiBavoAng.
Avakareloupe pe oTpofiMiopd (vortex) kai emrwdfoups otoug 4 °C yia 30-60
AetrTd.

. Quyokevrpeitai yia 8 Aemrtd oe 7 000 g, apaupeital 10 UTTEPKEIUEVO uypo Kai 10

iCnua avadiaAterar oe 75 pl 0,01 M puBuiorixod éla}\upcnog PWOPOPIKLIV (PB)
(BAétre TrpoadpTnpa 3).

. TomoBerolvral katd knAideg 16 pl Twv TpoonAwpévoy aiwpnudrwy oe kabapr

QVTIKEIHEVOQOPO  ToAaTAWY  Jokiudv  émwe  galverar oty Eikéva 3.
Epapuéfovrar 2 SiapopeTikd, Hn apaiwpéva, Sefypata avd  avTIKEIHEVOQAOPO Kal

XpnoipotroloUvral 10 pi yia 1 Snuioupyia apaiwong 1:100 (oe 0,01 M puBuIoTIKO
BIGAULa  pWaPopIKWY). To svarropaivav BIGAupa éaiypon'og (49 pl) pmopsel va

“anb‘enKsU'eal' oTOUG™ =720 -°C- pem-mv TTpocBrkn 4 -6ykou-96 Y% ciBavoAng. LrRv-

epiTTTwon ou n Sokiu FISH TTpETl‘El Vo emavaAnedel, -agaipeital n aiBavoAn pe

-(pUYOKEVTpIOT} kai TpootiBetal foog Oykog 0,01 M pUG]JIUTlKOU 6la2\upaTog

- @wcwopkav [uvagcxyvuouga ps crpoﬁl)\lcpo (vorte)()] L
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Eiova 3. IyEdio avrikelgevopdpou FISH

Aglypa 1 TuwpAd Tefpapa Tughd rrsip(;rpu TugAé mefpapa Aglypa 2
O O O o O
darvio 1 dawvio 2 . . Gdrvio 3 eamvio 4 ddvio 5
Agifypa 1 Tupho Telpapa fuzp)\é TEipapa Tuho meipapa Acglypa 2
darvio 6 Pavio 7 ¢tirwo. 8 Parvio 9 bdmvio10
KaAutrrpida 1 KahutrTpida 2

O avTIKEINEVOPOPOI OTEYVWIVOUY oTov aépa (1f Ot UTEWwTﬁpa QVTIKEIHEVO(POPOU
otoug 37 °C) kat poonAwvovTal pe BiEAeuaT) amd eAGYa.

1o orddio autd np Siadixkaoia elvar duvardv va BiakoTel Kal va ouvexioBel o
UBpIBIopée TNV eTTopEv nuépa. O aVTIKEINEVOQOPO! TIPETTEL VA ATroBRKEVOVTa
amaAaypévee amd okdvn kol OTeEYVES o€ Beppokpaoia dwpariou.

MpolifpIBiouog Ko uBpISIoHSE

MapaokeudZetar BidAupa Auoollung mou Tepiéxel 10 mg Aucofiung (Sigma L-
6876) oe 10 ml puBuioTikold SloAUparog (100 mM Tris-HCI, 50 mM EDTA, pH
8,0). To didAupa auté UTTope! va atroPnkeuBel - oAG ETHTPETETAI VO KATAWUXOE!

Kal va -amoyuxBel pévov pia gopd. To garvio kdBe Sefyparog KOAGTITETQL e
mepitrou 50 pl BloAdparog Auoollung kot emwdierar yia 10 Aemrd of

' Beppokpacia  Bwpariou. Xt OUVEXEID O QVTIKEWHEVO@Opol  Bubifovial ot

5.2.3.

5.24.

525,

QTTIOVICPEVO VEPS, pia HGVOV Popd Kal GTEYVWIVOVTOI HE BINnBnmké xapTi.

EvoAlhakTikd, avii Auod(t’;png TrpocTiBevral o KABe garvio 50 pl diaAbuarog 40-
400 pg ml-1 wpwredong K oe puBpioTikd Sidhupa (20 mM Tris-HCI, 2 mM CaCl2,

pH 7.4) ka1 emwdloupe o 37 °C yia 30 Aetrid.

. Ta kGTTapa apudardvovTal ot SlapaBuicuévn oepd aiBavoing Twv 50%, 80% kal

96% yia Eva AeTrTo Ot KGBe pio. O QuTIKEIHEVOQEPOI CTEYVWIVOVTAl OTOV GEPQ OE
_UTTOBOXED QVTIKEIHEVOQOPWIV.,

napC(UKEUQCETm £vag uypdg Ba)\apog ETTLOONG HE KC()\U&{JI’] TOU TUBUEVA EVOg
aepooTEYOUS Soxelou pe amoppoenTikG 1} BenTikd Xapti ou £xet euPamtiobel  oe
1x pelypa uBpidiopol (hybmix) (mpoodptnpa 7). To doxeio TrpOETTwC(CSTCﬂ aTov
KAiBavo uBpidiopol otoug 55 °C yia TouAdxioTov 10 AerrTd.

[Nopaokeudleral 10 ﬁlc'()\upcx uBpidicpol '28mrpocdptnua 7) Bewpwvrag 45 pl avd
QVTIKEIHEVOPOPO TTAGKA KAl TTPOEMWAZETA! Yiar 5 Aetrrd oToug 55 °C.

Oi avTIKEIfIEVOQSpOI TTAAKEG ToTFoBETOUVTAN O Beppr] TTAGKA éé:ppokpaciczg 457C ka

“epappdfovtal 10 pl BigAlduarog qul6|opou ot Kaesva amé Ta 4 (pC(TViCX oTnV(-iG)

cxvnmpsvocpopo(—oug)
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E@apudoviai 2 kaAutrTpioee (24 x 24 mm) Ot KGBE QVTIKEIMEVOQOPO TIAGKA

Xwpic va eykhwPiote] afpag. O avTiKelpevo@opol TAGKEG TotroBeTolvial OTOV

peBepuacpéve uypd Dn)\npn xai o uRBnidioudg TrnnvnnToTrmmTcu 6An T VviKTQ

oTov KAiBavo oe Beppokpacia 55 °C ato UKOTC(ESl

Mapaokeudfovrar 3 Trorf]plcx' Céoswg rou TrepiEouv avtioTtoixa 1 | umép kKaBapd
vepd (UPW), 1 1 amd 1x hybmix (334 ml 3x hybmix kai 666 ml UPW) kai 1 1 amd
1/2x hybmix (167 ml 3x hybmix ka1 833 ml UPW). EkaoTto nposTrwaCETai

ot uﬁaro)\ourpo ot Beppokpaoia 55 °C.

Armopokpdvovral of  KaAuTrTpiBeg amd  TIG QVTIKEIHEVOPOPOUG TTAGKEG Kai ol
QVTIKEIMEVOPOPOI TTAGKES TOTTOBETOUVTAl OTOV UTTODOXEQ QVTIKEIHEVOPOPWV. ‘

ZemAéveral n TEPIoOEIQ aQviXVEUTOU HE ETMACT Yia 15 AeTTd oto ToTipl J0EWC PE
1x hybmix oToug 55 °C. .

5.2.10. O uTroBoxEag avTIKEIHEVOPOPWY TTAQKGV HeTagéperal oe Bidhupa TAuoiuarog 1/2

hybmix kat eTwaZoupe yiat 15 AeTTTd akopn.

52.11. O1 avﬁxapa&ocpépor TTAGKES BuefCowcn yia cL’JVTopo XPOVIKS 61dcrnpa oe UPW kai

ToTToBeTolvTal o€ élnenTlKo xaptr. H 'lTEpIO‘O‘ElCI uypaoiag omopcprL’Jvaml
KaAUTTTOVTaG MV emQaveld aaAd pe dInenTiké Xopri. MpoaTiBevral pe cipwvio 5-
104l  avri€eBwpiaoTikol  dlaAUparog  £ykAeiong (eg Vectashield, Vecta
Laboratories, CA, USA 1 icodlvapa) os Kkd&Be cpaTvxo Kal EQUpHOZETAl HEYGAN
KGAUTITPIBE (24 x 60 mm) oe oAGKANEN TV AVTIKEILEVOQGPO TIAGKA.

5.3. AVC’(YVG)OT] ¢ Soxipng FISH

5.3.1.

5.3.2.

E€etalovral ol avnkalpavoq)c’)pm TIAGKEG QUECWS PE HIKPOOKOTTIO TTPOCUPHOCLEVD

. Yia HiKpookoTia emipBopiopol o peyévBuon 630 i 1 000x pe Ehaio karaduong. Me

@ikTpo katdAAnho yia 1coBeiokuavikr] pBopeiaivn (FITC), Ta eufakmpiakd KUTTapa
(cuuTTaplAauBavopévwv TWVY TFEPICTOTEPWIV TPVNTIKWY Katd Gram KUTTdpwv)  OTo
Beiypa eival xpwopéva mpdoiva @Bopifovra. Edv xpnoipotomBel ¢iAtpo 5-
100B€10KUaVIKIG TETpapseu)\opoﬁaplvng, Ta  kOtrapa Tou - C. m. subsp.
sepedonicus Tou é€xouv xpwobel pe Cy3 eygaviovral @Bopifovia  KOKKiva.
ZUyKpiveTal 1 pop@oAoyia Twv KUTTApwyv Me aumy Twv Betkwv paptipwv. Ta
kUTTapa TPETE va eival TAPwWS Ypwouéva Je Aaumpd @Bopiopd. H Bokipr FiSH
(evotnra 9.4) mpémer va emavoAneBel av n ¥Xpwon TopekkAivel. Ta garvia
e€etdlovral katd dUo KdBereg diapéTpoug Kal KaTd Tnv Tepipetpd Toug. Ooov
agopd Ta deiypara mou dev defyvouv kaBdAou kurrapa 1j Seixvouv Hikpd apiBud
KUTTGpWY, TrpéTmel va TrapatnpnBolv Touldxiorov 40 media pikpookoTriou.

E€eraletar edv umdpyouv Aapirpx¢ @Bopifovia KOTTApA HE TN xupaKTr]plonKﬁ
popoodoyia Tou C. m. subsp. sepedonicus ota @arvia BokKIpAg  TWV
QVTIKEIHEVOPSPWV BOKIPAG (BAEme | 10TOXWPO

http://forum.europa.eu.int/Publicfirc/sanco/Home/main). H évriaon tou @Bopiopou
pémel va eival 1co0ddvapn KC()\L'JTEPI’] amé quTilv TNG XPWOong Twv BETIKWV
HapTOpwy, KoTrapa pe aTsAq Xpwon 1 ps aceevn pBopiopd Bev TI'pETFEI va

) ")\ap Bavovran UTFOYR-

5.3.3. Edv UTrdpyxel UTroyow( HéAuvarng, n dokipr| TPETE! va ETTavangBel. Auto propel  va

~1o¥ler egdv OAeg o avTikeldevo@opol - piag TapTidag  Sefxvouv Berikd KUTTApQ



5.3.4.

5.3.5.

5.3.6.
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ASyw poéAuvong Tou  puBpicTikod Gla)\upcnog { edv Ppebolv BeTKG KUTTOPU

" (exTOG  TWV  gaTvViwv  TNG  QVTIKENEVOPOPOU)  OTRYV EMKAAUYN NG

QVTIKEILEVOPOPOU.

Ymdpyouv didgopa TrpoB)\r]poncx crup(pum ye v e€aibikeuon g dokiprg FISH.  Ta

igfpaTa Ty KOVwY amé Ta onueia mpdopuong Tou oTohoviou Kal TwY THNHATWY

TWY OTEAEXWYV EVOEXETAI VA Tl‘EplEXOUV av Kat )\xyorepo ouxva am'ér otn Soxipry  [F
TTARBuUauols @BopIfovTwyY Kun‘upwv un TUMKAG HopeoAoyiag kaBwg Kal pn
EIBIKWG avTIBPWVTA CaTTPOQUTIKA BakTipia dpoiou HeyEBoug Kai HoppoAoyiag e TO
C. m. sepedonicus.

/\upBavowcu uTroyn povov ™t (peoplCovm KUTTOPO }JE TUTTIKO pEYEBOG  Kal
poppoloyia, BAEme 5.3.2.

Eppnveia Twv amoteAecpdTwy twv dokipwy FISH

0] Eykupa  armroteAéouara amd 1 dokiyi FISH wapéxovm étav,
Xpnclporrmwvrag @iATpo FITC, Trapampouvrm kG1Tapa ou gival
Xpwopéva pe AapTrpd @BopiZov TPaovo Xpipa Kat BIGBETOUV 10 TUTTKS
uéyedog kal oppohayia Tou C.m. subsp. sepedonicus Kai étav,
xpnoipoTroivTag eiAtpo podapivng, TapatnpolvTal KUTTapa XpuoHEva
e Aautrpd POopIfov KOKKIVO Xpiilia o8 GAOUG Toug BETIKOUE HAPTUPES KAl
ot Kavévav-apvnnKé pdpTupa. Edv og éva Befypa eviomigovian AapTrpug-
©®Bopigovia KUTpoC( ye chpaKTr]p:chn pop(po)\oyla EKTILATON O HECOG
APIBRSS TUTTIKGV KUTTC(p(JJV avd Tredio PIKpOOKOTTiIoU Kai UTTOAOYIZETAI O
apIBUAG TWY TUTTIKWV KUTTapWY avd mi Tou avaom)\uusvou ICnpaTog
(Trpocdptnya 4). Ta Sefypara pe TOUAGYIoTOV § % 10° TuTmkd KUTTAPQ QVE
ml avadichupévou 1IZARATOg Bewpolvial EVDEXOHEVIIG HOAUCHEVA.
ATI‘GITEITGI n élaﬁaywyn mpan’rspw Bokipv. Ta defypora He MyéTepa atrd
5 x 10°% Tumikd KOTTaPa avd mi avadiakupévou Ignparog Bewpolvral
apvnTIKA.

(i) H dokxipf FISH efvar apvnriki} €dv kOTTapa Xpwopéva pe Aapmmpéd @Bopifov
KOKKIVO XpWHd, TUTTIKO psyaeog ka1 popegoAoyia Tou C. m. subsp.
- sepedonicus, Bev TrApATNPOUVTAl g (pl)\TpO podapivng, uté TV
TpoUTEOEan 6T TUTTIKG KUTTAPA XpWOopEva pe Aaprpd @Bopifov KOKKiVO
YPwua Trc(pcrmpouvml oTa TTOPACKEVACUATA BETIKWY HapTipwV oTay

Y

XenoigoTroieftan eiitpo podapivig.

AOKIMH PCR
Apxég

Orav n doxiy; PCR xpnoiporoieital wg apxikr) Sokiur SlaAoyig Kat Exer BETIKA
aoTeNéopara, TpéTer va payparorron8el n SokipA [F wg Beltepn UTOXPEWTIKY
Sokiur] Siahoyric. Otav n Sokipr] PCR xpnatuoTroeirar wg dedrepn Sokipry Siahoynig
Kol €xer Betikd amoteAéopara, arareital BleSaywyr} TEPAITEPW BOKIHWY oUHGWVa
HE TO 6ldypappcr pong yia Thv o)\oK)\ﬁpwcrq NG Bidyvwong. )

H Tr)\qp*p; aﬁlo*ronncr] MG peBéBou autig WG upxmng oompqg SIaAoyIg
O'UV!UTGTCII povov oruv sxex cm’omn@a eéenﬁmsupevn Em'rslpla
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2nueiwon:

O! mPOKQTAPKTIKES SOKILES [E Tr) pEBOGO QUIT TTPETTE! VI ETHIPETOUV TNV Qvarrapay@yidn avixveuon
TouAdyiotov 103 éwg 104 kurrdpwv Tou C. m. subsp. sepedonicus avd mi Tou TPOCTIGETAl O
ao(ux\loyara Selyudrwv mou TmponyoluEvg £5£I§Q'V apvnrikG amoteAéouara. Mrropel va xpeiaoBolv
epdpara aplmonorqaqg yie mv .»:mrsufn TV LEyIoTwy emmédwy euaioBnoiag Kai eleibikeuong oe
6Aa ra epyaotiipia.

XpnoomrooUvray emiKupwuéva avrleamqp/a Kail mpwrékoAia PCR. Em/\eyerm Kard mporiunon.
pEGooog LE EOWTEPIKS pdpTUpQ. “

Aaupavovrar o kar@AAnAec npO(puAéfslg wote va amropeuxBel n pdAuvon Tou Sefyparog e
DNA oréxo. H GOKIpr; PCR 6a mpémer va mpayuarorroleiial oo memelpapévous TEXVIKOUS, O€
KaBiepwuéva epyaoTripia HOPIaKiS BioAoyiag, ET01 WoTe va eEAayIoTOTTOMSEr rneavérnm HéAuvong
ue DNA aréyo.

O1 apvnrikoi pdptupeg Tpémel mavrote (e€aywyry DNA kai PCR) va xeipidovrar wg
1eNKS Sefypa ot diadikaoia, £Tai WoTe va kabloTaral pavepr] eviexOuevn HETAPopd
DNA

21 60Klpr’1 PCR mpémel va mepihappdvovral of akdAouBol cxpvqm(oi HEPTUPEG:

— ExxUhopa efyparog fou Trponyoupsvwg nTctv apvnrikd om 60K|pr1 yia 10
C. m. subsp. sepedonicus,

— po’xpﬁ;peg PUBHICTIKUIV DICAUNGTWV TTOU XPNOIHOTIoI0VIaH yia TV efaywyi
Tou BakTnpiou kat Tou DNA arrd To Sefypa, :

—  pelypa avtidpaong PCR.
Mpémrel va ﬁept)\auﬁdvovwl ot akéhouBoi Betikol pApTUPES:

— KatdAAnAeg moodnreg ava6la)\upavwv lﬁnparwv oTig. cmoxsg £Xel TTPOCTEBE]
to C. m. subsp. sepedonicus (YIG( TNV TTAPAOKEUT| BAs'm-: TpoodpTHHa 2),

— aiwpnpa 106 kuttdpwy avd m! vepou ﬁaeoyévou amopdvwong Tou C. m.
subsp. sepedonicus (1r.x. NCPPB 2140 fj NCPPB 4053),

— eqv eival duvardv, XpnolpoTroleita emrionc DNA amé 6€1ypm‘a BeTik@V
HapTUPWY KaTd T Slevépyeia Tng Sokiprc PCR.

Ta v amroeuyn mlaviic HéAuvong rapackeudlovral BeTikof uGpTupes oe EeXwPIoTd
mepiB&AAov arrd ra Sefypara mpog SoKIUn.

Ta exxuliopara deiyparog mpémel va €xouv amalayel o1o péyioTo duvard BaBud
awd ywpara. o 70 ASyo QuTS, OCUOCTIVETAl OE OPICUEVEC TEPITTWICEIS VA
wpoeToladovral ol efaywyég amd  TAupéveg  TrarTdrec Qv TTPOKEITAl  vd
xpnotpoTroinBoulv TpwtékoAa PCR.

MéBoSor kabapiopol DNA

qumuovo:owral éalvuam eam(wv Kai apvnTlev pcxpTupwv GTWC MEPIYPAGHKE
Tapamévw. ,
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H Trapackeur] Tou UNIKOU Twv PapTUpwv YIVETC e ToV iBIo TpOTTo 6TTWE EKElvn  TOU
1 Twv SeiypdTwy.

Yrdpyouv Sidpopec diabéoipeg péBodor yia Tov kabapioué Tou DNA otéxou amd
oUvBera UTTOOTPOUATA DElYUGTWY, QITOHAKPUVOVTAS KaT auTév ToV TPOTTO TOUG
mapeumodiotég g PCR kot dAAwv  eviupamkwyv  avTiBpdoEwy  Kal
ouykevTpwvovTtag To DNA atéyo oTo ekxUMiopa defyuarog.

H axkbloubn péBodog €Exel PeAmiotomonBel pe okomd TH Xprion HE TNV
ETIKUpWEVN PéBodo PCR oy TEPIYPAPETA OTO TPOTAPTHHG 6.

6.1.(a) MéBodog Pastrik (2000):

1. MpoatiBevtai pe cipvio 220 pl puBpioTiket Siahlparog Abong (100 mM
NaCl, 10 mM Tris-HCI [pH 8,0], 1 mM EDTA [pH 8,0]) oe cwArjva
Eppendorf 1,5 ml.

2. I'lpocrﬁeawdl 100 pi exxuMopartog Selypartog kai tomoBeTolvial o€ BEPHIKS
ptrAok 1rj udatéAoutpo oe Bepuokpaaia 95 °C yia 10 Aerrd.

3. O owhivag TotroBeteital o ayo yia 5 Aemid.

4. MpooTiBevran 80 pi Trukvol BioAlparog Ausollung (50 mg Aucolupn avd mi
oe 10 mM Tris HCI, pH 8,0) Kar emrwddovral oroug 37 °C yia 30 AeTrTd.

5. MpoatiBevial 220 pi 5ICIAU}JCITO§ A'Easy DNA® (invitrogen),
avapelyviovTal KaAd o CUOKEUH] vortex ka Errwa?,’ovm oToug 65 °C yia
30 AeTrTd. :

B. MpootiBevrar 100 pi GioAUpatog B Easy DNA® (Invitrogen),
- avaperyviovrai pe £viaon ge Cuokeur vortex £wg 6Tou 10 Ignua va péer -
eAeliBepa oTo cwARVA Kol 1o Belypa va eival opoldpopead IEWdeS.

7. Hpocriésvfm 500 pl xAwpogdppiou Kai avapayvoéuua ue oTpoBIMopd
(vortex) £wg 670U pElWBEl TO IEWBES Kal To pefypa elval OOIOYEVES.

8. AkohouBel puyokévtpion oe 15 000 g yia 20 Aetrtd og Beplokpacia 4 °C
yia 1o Siaxwpiopud Twv pdcewyv Kai Try dnpoupyia g evdidpeons ¢daorng.

9. H avw odon petagépetal oe véo cwhijva Eppendorf,

10.  [pootiBerar 1 mi amd 100 % aBavéAn (— 20 °C), avapelyvieTa He
oTpoBIAiopd (vortex) yia oGvTopo XpovikS SIGoTHA KAl ETTWALETAI O
Tayo yia 10 Aetmrrd.

11.  ®uyokevrpeital oe 15 000 g yia 20 Aemtd otoug 4 °C Kai atropakpUveral n
aiBavoAn amré To ignHa.

12.  TlpootiBevrar 500 pl80 % oueavo)\r]g (=20 °C) Kat avuuawyvuoupa
" “avarrodoyupifovtag To CwARvVd.

13.  AkohouBef (pUYOKEVTpIO‘r] ot 15 000 g yia 10 Aemrta oToug 4 °C 6larr|pal'ral
TO {gnua Kal aropa;\puvsnal n meuvo)\n o
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14.  Agrjvoupe To iZnpa va oteyvidoel oTov agpa 1j o DNA Speed Vac.

15.  To ignua avadiaAGeral o€ 100 ul arooteipwpévou UPW kal agprverar 6e
Beppokpaocia dwpariou yia TouhdyioTov 20 AeTrTd. :

16.  AmoBnkeleTal aroug — 20 °C éwg 6rou XpEIC(OeEI va Xpnclporromesi yia
mv PCR.

17.  KaBigdverar pe QUYOKEVTPIOT, OloGATTOTE AEUKG 1¢nHa kai Xpnoipomololvral
5 pl Tou utrepkeipevou uypoU Trou TepiExel DNA yia tnv PCR.

6.1.(B) AMeg péBodol

6.2.

'6.2.1.

6.2.2.

Eivan duvarév va epappocBolv GAAeg ]JE'.6050| egaywyns DNA (Tl‘ X. Qiagen
DNeasy Plant Kit) pe v mpoUméBeon 61 éxel amodeyBsi Twe eivar efioou
G'Tore,\aapmxxe\_, yid Tov KaBapiopd DNA amé Sefypara paptipwy Tou  TEPIEXOUV
10% éwg 10* kGTTapa TTaBoyévou avd mi.

-‘PCR

Ta tpog ok TPOTUTIA KAl exeiva Twy HApTUpwV Trapackeudfovral yia Thv
PCR olpguwva pe 1o emKupwiévo TpwrdékoMo (trpoadpmua B).  Mapaokeudderal

" pia Sexadikr apaiwon exxulioparog DNA Befyparog (1:10 oe UPW).

MoapaokeudZeTal 10 KATAAANAQ 'paiypa avribpaong ‘PCR  og  TepiBdMov
amoMaypévo  amd  poAlvoelg oUpgwva  pE 1o Onuooisupévo  TTPWTOKoAAO
(mpocdptnpa 8). To smKupunsvo TowTokoAo PCR elvai i woAAamA  aviidpaon

. TTOU avcrwpomuval emiong &vav scwrsleo [JdeUpCX PCR.

6.2.3.°

6.2.4.

6.2.5.

6.3.

6.3.1.

l"lpocres‘roupa 5 EKqulcpaTog DNA avcx 25 ul avridpaong PCR ot
amooTEIpWHEVOUG TwAves PCR.

Evowpar@vetal  Sefypa  apvnrikol  pdprupa wou  TEpIEXEl  HOvov  pefypa

-aviidpaong PCR kai tpootiBeran n idia iy UPW Trou xpnoidotromenke oTo
- pjefypa PCR avri yia Sefypa.

o owAjveg Totroberolvrai gTov iB10 BepUIKG KUKAOTIOINTY TTOU XPNOIHoTol}OnKe
OV TIPOKATAPKTIKA OoKiu Kai apxidel 10 xoTaMAAwe BeAtiwpévo Trpdypappa
PCR (rpoodptnua6).

AvdAuon Tou Trpoidvrog PCR

Ta aumhikévia g PCR avaAbovrar He nAekTpo@épnon ot TMKT ayapodng.
TomoBerolviai  yia  HeTakivion TouAdyiotov 12 I pelypartog- aviidpacng
evioyupévou DNA amd kdBe  Oefypa avapepeypéva pe 3 Wl puBuiocTiKoG
BioAGparog opTwong (mpoodptnuar 6) oe 2,0 % (Blo) TKTEC ayapdlng ot
-PUBHIGTIKS- -610’()\qu- Tpl§-0§1K00 EDTA__(TAE) (Trpooc'(pmpa B) og 5-8.V avd cm.
KpnOIHOTTOIEITCH cvug KC\'TG/\/\I ¥hog Selking puplu;\u)v Bapov (MW) PNA, .x. 100 bp

ladder.

AR



6.3.2.

6.3.3.

6.3.4.
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Or gaveg DNA a6.32. O1 guveg DNA amokahfmrovial Oid XpWOEWS o€
Bpwiotyo aiBidio (0,5 mg avd L) yia 30-45 Aerrd AapBdvovTag Tig amapaitnTeg
TTPOQUAGEEIS KAt TO XEIpIoHS auToU ToU perarAagioyovou.

H ypwopévn Tkt e€eTdletan TS UTTEPItBN OKTIVOBOAIR HIKPOU Hrikoug Koparog
(m.x. A = 302 nm) yia evioxupéva tpoidvia PCR Tou avapevopevou HeyEBoug
(TrpoodpTnua 6) Kol CnUEDVOVTOI TO ATTOTEAECHATT.

Ma 6ha Ta véQ EUPHUATC/TERITITWOEIG, EMIRBERMIOVETAl N QUBEVTIKOTNTA TOU
apTrAikoviou PCR pe v Trpayparotoinon avdhuong pe EVQUHO TIEPIOPICHOY OE
Befypa  Tou evamopeivavrog  evioxupévou DNA  pe emwaon ot RéATiom
Beppokpaocia kai xpdvo Pe To KatdAAnho éviupo Kou puBpioTikG SidAupa (BAETE
TTpoodpTnHa 6). Ta Turpara Trou uTréaTnoay TéWn avaAUovTal JE  NAEKTPOGSPNON
oe TNKTR  ayapélng &Twg Trponyoupévwg Kal Traparnpeftal utréd urrspld)én
uKTlvoBo)\ia TO XOPOKTNPIOTIKO 1TpOTUTl'O TOU epaucparog TI'EplOpIO'[JOU pam ™
Xpwon He Bpwwouxo aiBidio kal O‘UYKp!VETGI HE TO BETIKO papTUPa TTOU 58\1 uTréoTN
TEWPN Kai T0 BETIKG PAPTUPA TTOU UTTEGTN TIEY.

Epunveia Twv amoteAsopdrwy Twy dokipwy PCR:

H Soxiury PCR eivar apvnTikf £dv 70 avapevopevou peyéBoug, eidixé yia to C. m.
subsp. sepedonicus auTAIKOvio PCR Bev avixveuBei yia 1o ev Adyw Belypa alAd
avixveuBel yia 6ha Ta Esiypam BeTiKWV  popTdpULv (crmv TEPITITWON n'o)\)\arr)\ﬁg
PCR pe ekKIVTEG ECWTEPIKWDV ]JC(pTUpOJV €10IKOUG yia PUTA: TTPETTEN Va eVIoXUBE] Eva
SedTepo, avapevopevou pPeyéBoug, Trpoidv PCR pe 1o ev Aoyw Beiypa).

H Boxiu PCR &ivai Bemkr edv avixveuBel 1o &diké yia 10 C. m. subsp
sepedonlcus apTrAlKowo m¢ PCR om0 avapevopevo péyeBog Kai TPOTUTIO
Tepiopiopod (dtav auté amarreftal), epéoov dev Exel evioxuBel amd olodfoTE EK
TV OEIyHaTWY apvqu(bv paptipwv. H aﬁlérlmn emBePaiwon TUXGV BeTikoU

_arroteAéoparoc givar Suvatov va emriteuyBel emriong pe Ty aTravq)\r]Lpn mg Bompng

HE Bedrepo ocet ekkiviTov PCR (evoTnTa 9.3).

Znueiwon:

Evoéxeral va unép(;'ouv umrévolsc yia TrapepTTodion e PCR - edv 10 avapsvOUEvo QUTTAIKGVIO
amroknOsl amé Sefyua Berkod pdprupa 1ou mepiéxel C. m. subsp. sepedonicus oe Ubwp aArd
TPOKGWOUY apvnTIKG amotsAéopara airé Toug Berikols pdprupes pe C. m. subsp. sepedonicus o€
exxUNoOLa mardrac. Sta mpwiokoAa moAamAfic PCR e eowrepikoUs eAéyxous PCR, umdpxel
évoeiEn yia mapepTéSion me avridpacnc sdv Gev MPokUwel kavéva airé Ta 5o aumAikévia.

YIT&pyel UTF6VOId YIa EMIHOAUVOT €Gv 7O QVaUEVOHEVO OUTAIKGVIO TTpokUyer amd
£vav 1] TEPICTOTEPOUG OPVITIKOUG HAPTUPES.

BIOAOKIMH
Znueiwon:

O1  mpokaTapkTikés Bokiués pe T péBodo aurj Ba  mpéme va  Kaborolv . Suvam) v
avamapaywyipn avixveuon 103 éwg 104 povadwy rou C. m. subsp. sepedonicus ToU oxr;ucrn’(ouv

OTFOIKIEC-ava Tl TTOUTTPOUTIBETAI-OE - etg(u)\/cr,uara eIy R ATWY- TTOU TPONYOUREVWS —r,vmv apVNTIKa™ OTIC”

KQL(IH::- (/[ﬂ my rrnnrvcn(rJn RArﬂ'r rrnngapwyjn 2).
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7.2.

7.3,
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7.3.2.
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H Oyiomn euaiobnoia g QViXveuong HTopel va avapéveral 6Tav XprioiHoTTokElTal

EKXUNIopa Befyparog Tou €Xel POAIG TrapacKsuaoea Kal utrdpyouv ol BEATIOTEG o - .

ouvenkec g\/m-rrang Jatdon, n pEBodoc Lrropsl va g(pcxp;_ooerl ETTITUYWC OE
EKXUAiopara rou €xouv a*roer]Kauesx ot y)\uxsvaq oToUG — 68 £wg — 86 °C.

. Opiopgveg  moiihies  Qutiv  peNitfdvag  amroteholdv  sEQIPETIKG UTrochwpu

eKAEKTIKOU epTTAouTiopo yia TV avdrTuén Tou C. m. subsp. sepedonicus akOn Kai
EMEipEl  cupTTWPATWY Ko amroteAolv  efalpetiky Sokipf  emBeBaiwong oTov
EevioTn.

O1 ouveijkeg avm'rruér)g TpETEl va elval BEATIOTES £T01 OTE VA Eival PEIWPEVOG O

' Klv6uvog AavBaopévwy apvnTIKWV arroTeEAEoUETWY TG SoKIUAC.

INa Tov TpéTTO KAANEPYEIOG, BAETTE TTpOoCdpTNUT 8.

Aiavéperal To oUVOAO NG svanopavcxcrag Kam)\)\r})\ng Trooommg 60K1;Jr]g oTo
avaBraAbpevo inpa g evétnrag 3.1.6 1} 3.2.5 perafl Qutiy pehitldvac ue pia
amré TIg peB6BoUG Trou SidovTal TTapakdTw (7. 3 1j 7.4). Xpnogotroiodvial ovov

TA QUTE oTo OTAdIo Tou 2-3 TpaypaTkold QUANOU Ewg Tnv TTARPNR avamTuén Tou
TpiTOou Tpayparikol @UMou. Tia v e€aopdhion Tng TAApouc Xpriong Tou
avadichupévou  BIaAluaTog KaBWS KAl TG QITOTEAECHATKAG  HOAUVONC,

-amarrolvrar  15-25 outd peAlTCavag avd Oefypa  yia Tlg Biadikacieg  TTou

TTEPIYPAPOVTAL TIAPAKATW.

Ta @ura pehitddvag Sev Torifovial yia 1 £wg 2 nuépec TPV amd T HéAuvon
TIPOKEIpEVOU va peiwdel n Trieon orapyrc.

MoAuvon oxiopiic

To @utd ouykparsitan peTall dlo SakTUAWY Kat pia crayova (trepimou 5-10 dl) Tou
QUWPMKATOG TOU ICAHATOG TOTIOBETElTON WE OlQWVIO £Tf TOU OTEAEXOUS, HETAEU
TV KOTU)\r]Bovmv Kai Tou wmeou pUAOU.

Me éva amooTeipwpévo VUGTEP!, TPAYHATOTIOETAl OTO OTEAEXOC W diayvia
Topr], prikoug 1,0 cm kat BdBoug ioou wpog Ta 2/3 TrepfTou Tr¢ BiaUETPOU TOU
oreAexoug, apxifovtag ard T oTaysva Tou IgHAToC.

7.3.3. H toun kaAGTrTETQH PE aTrooTeipwpévn Balehfviy amd pia cUpiyya.

7.4.

7.5.

. Qe apy
igjparTo

MéAuvorn pe olpiyya

Ta omeAéxn Twv  QUTOV  peAIT{dvag  poAUvovial  okpIBMG Tavw  amd  Tig
KOTUANBOVEG pe ia olplyya pe umrodeppikr] BeAdva (Touddyiotov 23 G). To
Gefypa kartavepeTal PeTagl Twv QUTHV peAITavac.

Qg Bemikof pdprupeg, poAtvovral 5 euTd pe udatiké aidpnpa 10° éwe 10° kuTTdpwv
avd ml yvwotg KaANi€pyeiag Tou C. m. subsp. sepedonicus Kat, 6Trou gival Buvardv,
HE QUOIKWG POAUGUEVOUS 1oTolG kovBUAwY (BAETre evoTnTa 4) pe Ty idia uéBodo

pé)\uvong (7.3 9] 7.4).

TIKO! HGpTUpES, HoAGvovTaE S QUTH [JE QITOTTEIPW wiévo pubuioTikd SidAupa

i
oG HE Ti'|V idia pseoﬁo uo)\uvorng (7.3 n 7. )



7.7.

7.8.

7.9.
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Ta @urd emrwdlovral Ot symmcmcag KOpavTivag yia Xpoviko 5IC(O‘TI'][JC( HExpI 4
eRBouddwy ot Beppokpacia 18-24 °C. Ta @uTd emwdloval He ETl‘C(pkEQ _pwg Kau

" uYnAn uypaoia (70-80 %) Kai TOTICOVIAI Y TNV GTOQUYR  UTIEPGPBEUONC 1

Hdpavong Adyw €Ahenpng vepol. Ta kUtrapa tou C. m. ssp. sepedonicus
VEKpWVOVTAl OF 98pp0KpC(0‘l€§ dvw Twv 30 °C ka1 n Be)mom Beppokpacia efival
21°C. INa v amopuyn ¢ Empo)\uvong, ETTWAagovTal Ta QUTE BETIKWV KOl apVATIKWOV
HOpTUpWY O 0apws iIaXWPICHEVOUG TTAYKoUg ot BepHOKTTIo 1} BGAapo avaTTugng
i, €QV 0 XWpog elval TTEPIOPICHEVOG, £6ACPaNleTal 0 auoTPOS BIaXWPICHOS HETAEU
TWV Xelplopyv. Edv mpérer va eTwacBoly @utd yia dlagopeTikd defypara 1o éva
Kovrd ato dMo, Biaxwpifovral pe KatdAnAa trapamerdopara. Kard m Afravon,
TO TOTIOUQ, TNV EMBEWPNCT KAl oloucdrjrote GAAOUG XeIpIopoUs TTpETrel va SideTal
eGaIPETIKA TTPOOOX WOTE va amo@elyeral Tuxdv empdhuvon. Eivar onpaviké va
Siatnpolvtal Ta BepHOKATTIA Kol Of Bdhapol avdrTuéng amallaypéva atmé dAa Ta
évropa exBpoug kabuwg utropef va peradidouv 1o Bakripio amd defypa ot defypa.

E)\nyovm: TOKTIKG Y10 CUPTITWOHATA usra amd pia efSopdda. Merpdral o apiBu6g
TWV QUTWV TTOU TTAPOUCIAJOUV CUUTITOHATA. ZTO QUTA pa}\niavag, 10 C. m. subsp.
sepedonicus TIPOKAAE] papacyd Twv UAAWY, 0 oTrolog [Topel va apyxioer we

TIEPILETPIKR 1] pecovelpia EAAeIyn omapyig. ‘O papapévor 1oTol evBéxetal va eival
QpxIKa BaButrpdotvor 1 Hwodaikduop@ol, aAAd ot cuvéxeia yivovTal YAwpwTiKoi Tpiv
vekpwBoUv. Zuxvd, ol papapévol iotol HeTafl Twv VEUPWOoEwWV £Xouv AITmdn Kai
Bpeypévn epgavion. H TepIUETPOC TWV VEKPWTIKGY I0TWYV gival guyvd Eviova KiTpivi.
Ta @utd Bev vexkpivovtal Tavrote: 600 peyoAltepn eival n mepiodo¢ TPV TV
EHQAVICT) TWV CUPTITWHETWY, Té00 peyaAbtepn eival n mBavémta empiwong. Ta
QuTd eivar Suvatév va emifrioouv NG péAuvong. Ta veapd Qutd pelit{avac siva
TTOAU Trio euaiodnTa oe Xapnholg wAnBuopols Tou C. m. subsp. sepedonicus aé Ta

NANIKIWPEV QUTE Kal £€’'auTtol TPOKUTTTEL 1) avaykaldThg XpNCIHOTToNGNG UTWV TToU

eival aTo oTddio Twv 3 TRAYUATIKWY QUAAWY 1} Aiyo Trpiv atr’ QuTo.

Mapaopoi propel ermmiong var pokaAoUvral amd TANBucHols dAwy Bakmnpiwv A
HUKITWV TTOU UTFGpXouv oTo Ifnpa 10TV kovBUAwY. AUt mepAapBdvouy 1o
Ralstonia solanacearum, Erwinia carofovora subsp. carotovora kai E. carofovora
subsp. afroseptica, Erwinia chrysanthemi, Phoma exigua var. foveata, KaB&¢ kai
ueydAoi TAnBucpol carrpouTikwy Bakmplwy. I8iaitepa o Erwinia chrysanthemi
UTTOPEl v TIPOKOAEDE! CUPTITAHATO TWV - GUAAWV Kol Jidpavon Trou eival o€
HEYGAC BaBpd Gpoia pe Ta cupTTwpara Tou C. m.ssp. sepedonicus. H pévn
Biagopd eival N JEAGVLIOT) TWV OTEAEXY OTNV TIEPTITWOT TWY PoAVoEWY a6 1O
Erwinia chrysanthemi. Ahhot papocpol prropel va BiakpiBolv amd  ekeivoug
TTOU TrpoKaAoUvTal amd To C. m. subsp. sepedonicus Abyw ToUu 6T papaivovral
ypriyopa oAOKAnpa  @UAAC n oA6khnpa outd. Eivar emiong Suvarév  va
TTapaoKeUaoBel pia Xpwaor kartd Gram: n ev Adyw dokipr] ba 6lacpopoﬂ'o:r]ora T0 C.
m. subsp. sepedonicus atd 10 Erwinia spp.

MOAlg  TapampnBolv  CUPTITWHaTH  oTa  QUTA  pehitdvag, TpéTEl  va
TpaypatoTroin8el €K véou drropdvwon, XPNOIMOTOIDVIAE TX  THRHATA  Tou
papapévou 1oTol Twv QUAAWY 1} Tou IoToU TWY OTEAEXWV TwV QuTtv (BA&Te 3.1.3
yia 1 dlaBpoxr Twv 1oTWV). H emmedveid Twv @UAAWY KAl TWY OTEAEXWV TwV
QUTWV WeNIT¢Avag amoAupaiveral HE GQOUYYApP! EUTIOTIOUEVO He 70 % auBavéAn.
l'lpaypmononsim okipry IF 13 PCR otov yupd Twv QUIGV pe)\n{avcxg Kal

' "aTropovwveml Ge” chm)\)\r])\o (EKAEKT!KO)‘UTroanwpa (BA&me"evoThI 8). "MiTopel”
. €miong va rapackevac8el pia xpwon kard Gram (mpoodpmpa 8). Tautotroiolvial

ol kaBapiopéveg kKaMépyeieg Tou TBavol C. m. subsp. sepedonicus Ka

-, . emBeBaiverai n raBoyéverd (BAETTE svéngg_S Kai 10).
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7.10. YT6 opiopéveg ouvBiikeg, 1diwg Be 6Tav ol ouvBrikeg avdTTugng dev eival AploTeg,
given Buvardy yia to C. m. subsp. sepedonicus va utmdpyes! g AavBdvouoa
péAuvon ota euUTE pehirldvag akdun kal Perd  amd emdaon 4 e[.%éopaéwv. Edv
fev  TapampnBolv ocuptrTdpara perd amd 4 ePdouddeg,  TPAYHATOTTOIETCH
dokipr) IF/PCR oe olvBero defypa TUnEATwy OTEAEXWV prikoug 1 cm amd KABe -
QuTS Sokiprig TTou £xouv AngBel mavw amd 1o onueio péiuvong. Edv i dokipn
glvai Betikr, TpEmel va TrpayparorroinBefl ek véou amopdvwon ot KAtdAAnAo
(exAekTiK) umdoTpwA oUppwva pe T Oldikooia TToU  TIEPIYPAQETAl  OTNV
evotnTa 8. Tautomololvral ol kaBapiopéves KaAAiEpyeieg mBavou C. m. subsp.
sepedonicus xai emBeRaitverdl n maboyéveia (BAEme evornTeg 9 kar 10).

Eppnveia Twv atmroTeAecpdrwy g BIodoKIpig

Ta amoTeAéopata g [310601<1pr']g elval éykupa 61av 1A QUTAE Tou BETIKOU HEPTUPA
ﬂspcpavniouv TUTHIKA cupmwpam 10 BokTiipla eival Suvarév va amopovwBoly ek
VEou omd Ta ev AGyw QuUTA kot Bev evroTTifovial CUMTITOMHATA gToug apvnTikoUg

-HdapTUpES.

rH Biodokiyn gival apvnTikr edv o @utd ¢ Sokipis Sev €xouv TTPooPBANBE] ammd 10
“C. m. subsp. sepedonicus ka1 €dv 10 C. m. subsp. sepedonlcus avixveveTal
oToug BeTikolg HAPTUPES.

H BioSokiur eiven Betikr edv 1a @uTG Sokipfg eivat TpooBeBAnpéva amd 1o C. m.
subsp. sepedonicus.

8. ATNOMONQEH TOY C. M. SUBSP. SEPEDONICUS
" Snueiwon:

H &idyvwon oAokAnpuiverar pévov edv 1o C. m. Subsp. sepedonicus £xel amropovweel, o
ouvéxeia TautomonBel (BAéme evéinra 9) kai emiBeRaiwbel péow Gokipnic maboyévelag (evérnra 10).
MoAovér 1o C. m. subsp. sepedonicus eivar amaumnTikes opyaviouds, eival duvarév va amopovwdel
s 1gTOUS TTOU TTapoUCIG{ouY oUUTTTWUATA.

Qotéoo, 10 Pokripio autd pTTopel va Ka)\ucpesl amd TAXEWS AVATITUCTOUEVA
CATPOPUTIKG BaKTHPIC Kal, VI TO AGY0 QuTd, elval BUOKoAN n amopé dvor areuBeiag
arrd To inua 1oTwy Kovdlhou 1 oteiéyouc (evotnta 3.1.8 i 3.2.5). Me eKAEKTIKO
UTFOOTPWHA KAl TNV KatdMnAn apaiwon tou avadiagAupévou IZRHaTog amd Toug
KWvoug TTou €xouv agaipedel amrd Ta onpeia mpdo@uong Twy oToAoviwy g TTatdrag
1} Ta oTeAéXN eivan Suvarri n Gpeon amopdvwon Tou C. m.subsp. sepedonicus.

O! amopovoelC TrpayuaroTrololvial amd 6Ad T THAHOTA  CUPTITWHATIKWOV
KovBUAWY 1fj oTEAeXxWv Tratdrag KaBwe Kai amd ¢utd pelitfdvag ota otmoia dev
TaparnphBnkav  cupTTwpata ahAd 1 Sokipr [F/PCR olvBerou Sefyparog EiXe
Berikd  amoteAféopara  (BAéme  evérra 7.10). Orav  eivar  amapaitro, N
SIOAUTOTTOINOT TWY OTEAEXWV TWV QUTWOV HeNT{Avag TPETTEl va yiveral OTwg
meplypdeTat oty evotnTa 3.1.3.

- Q¢ BeTiKol UdpTUPES, TTaPAoKEUGZoVIal. SEKABIKES. APOINTEIS. AITd aIpnua 108 cfu
avé mil Tou C. m. subsp. sepedonicus (.x. NCPPB 4053 1j PD 406). [ia v
amroQuyn evEEXOUEVNG ETIHOAUVONG, TTUPATKELGTovVTal BETIKOl HAPTUPEG TTAPWG

- Biaxwpiopévol arrd Ta Sefypara TTpog SoKIU. .



8.1.

8.1.3.
8.1.4.
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H kataMnAdTrTa KdBe véac mapTidag ekhekTikol UTTOOTPWHATOS 60OV ucpopa mv
avdmrugn tou TraBoydvou TpETEl va eAéyxeTan TPV Xpnoidorromnel yia Tov
EAeyx0 TWY CUVABWYV BEYRATWY.

H Gokipry Tou UAikoU Twv papTipwy yiverar pe sov Bio TpéTTo 6TTWG aUTH Tou
TWV deypdTwy.

ExAekriK] ammopovwon e1rf oTepeol UTTOOTPROHATOG

. A6 100 pl kardAAnAng TroodTrag Befyparog avcélaAupEvou IZApaTog TTATATAS 1

XupoU o@utdv peNTfdvag Tapaokeudlovial 10TAEG apaIoElS OE pUBMICTIKG
SicdAupa igAparTog (mpoodptnya 3).

. H amopdvwen amd pn apaiwpévo iZnpa Tartdrag amoTuyXavel cuviiBws ASYw Tng

ouviBelag amaitnTkile ovamTuéng Tou CmS KOl TOU QVTQywviopol amd 1a
oampoguta. Adyw Tou OT TOo Pakmipio umdpxet ouviiBwg o peydhoug
TTAnBucpolc oToug TrpoaBeRAnpévoug 10T00g, TA oaITPGQUTA UITOPOUY cuvr’lemg va
apaiwBoiv vy To Taboybvo Tapapével. Mg To AGyo auts, ocuvioTdral va
e€amAwBOUV, XPNOILOTIOINVTAS EEQTTAWTHPES [papdot xom:u (hockey sticks)] kai™ Tnv
TEXVIKA €€dTAwong ot TpuBAia (spread plate), 100 pl amd kdbe defypa, og apaidoelg
1/100 éwg 1/10 000, ce umootpwpa MTNA 17 NCP-88 (mpoodpmua 5) (edv
XpnoipotroioUvial TpuBAia petri Slapérpou 80 mm — TrpocmppoCaTm 0 OYKo yia
EVOAAGKTIKG pEYEDN TPURAIWY).

Znueiworn:

Mia evaAdakTikiy oTpamnyiki eivar n eéamAwon e apyiknc moadmrags 100 ul ifuarog mardrag emf
EVO¢ mprou TpufAlou agar pe évay eSamAwripa. £ ouvéxeia paraqaépzrm o efamiwrnipac o€
éva Jedrepo tpuBAio agar, efamAdvovrag oxo5nrrore uméAeua Exer peiver orov sfamwmpa n
Siadikaoia aqurri emavaAaufaverar, TéAog, ge éva 1pito TPUPAlo, Sidovrag kar’ a'urov 10V’ TPOTO
amotéAeopa apmwcrswg eni Tou uTTOOTPUWILIATOS HECW TOU ESamAWTpa.

Qi nAszg emwdgovral ato okotddt oToug 21-23 °C.

O1 apyikés e€erdoeic Twv TPUPBAlwy, ocuptrepiAapBavopévwy, 6gov agopd Ta
TPUBAla Twv papTipwy, TWV HETPICEWY TWV AITCIKIGY TTou elval 6poieg pe 1o C. m.

subsp. sepedonicus, TpayparotroioUvTal PeTd oTréd 3 NUEPES, EVW) TTEPAITEPW HETPAOEIG
yivovrar petd amwd 5, 7 kat teAikd 10 nuépec.

8.2.

8.2.1.

KaBapiop6¢ STTOTTTWY ATTOIKIWY

Znueiwon:

H unokaMlépys:a arroKidy Trou toigdouy pe C. m. subsp. sepedonicus mpémer va  Gieédyerar o€
urréotpwya YGM yia péAuvon ourwv peAir{évag rifkar - axGAouén raurorroinon: auré mpémer va  yivel
mporol peyahooer urepBoAikd n avamTuén ota ToufAfa, dnAadri kard TTpoTiuncn perd amé 3-5 nuépeg.

O1 atoikieg TTou poiadouv e exelveg Tou C. m subsp. sepedonicus diacTeipovral
ypuppwrc’t oe éva amd Ta akoAoubBa epETTanx u)\u(a (n olveeon TwV
© YTTOOTPWHATWYV-OdeTal-oTO TrpoodpTARC-5):- «



~—

3136

nutrient dextrose agar (pc’nvov yia utrokaAMIEpyela),

yeast extract mineral salts agar.
Emrwddoupe otoug 21 °C - 24 °C péxpl 10 nUEPES.

To C. m. subsp. sepedonicus avattiooeTal apyd, CUVIBWG TAPAYOVTAG ATTOIKIEG
XPWHATOS KPEH, UTTEPUWPWHEVES, HeyEBoug pUTNG Kap@itoag HETA amrd Oéka
nNHEPES. (PwToypaieg TUTTIKWV OTroIKIQY Tou C. m. subsp. sepedonicus, BAETTE
1oroxwpo: hitp://forum.europa.eu.int/Public/irc/sanco/Home/main).

8.2.2. EmavadiaoTreipovral ypappwTd YIG'VC( é&accpa)uo-rsi n kaBapdrnra.

O1 puBpoi avamtuéng BeAtidvovTtal e UTTOKaAMEPYEIEG. O TUTTIKEG aTroIKiEG Eival
Xpparog kpep-heukod 1} ehepavrivou, evdexopévwg KITpIVOU, OTPOVYUAEG, Acieg,
UTTEPUWWHEVESG, BOAWTEG, BAEVVIIBEIC-PEUCTEG, HE TTApr TIEPIHETPO Kal HE

BiqpeTpo 1-3 mm cuviibweg.

Mia amhf xpwon katd Gram (mpoodpmua 9) ‘propel va oupBGaAel oTnv iAoy
TWV QTTOIKINV YIX T DIEVEPYEIQ TIEPITEPW DOKIHWY,

8.2.3. TautomoloUvral of TBavég Kahhiépyeieg (BAEme evdrnra 9) Kol TpaypaToTrolETal
Ookiun aboyéveiag (BAETE evoTnTa 10).

9. TAYTOINOIHZH

Tautomolotvtal of kaBapég KAAMEPYEIEG Twv TBavV OTTOHOVIDOEWV Tou ‘c. m.
subsp. sepedonicus XpnOIHOTTOIVTAE TOUAGYIGTOV BUo amd TG akdAouBeg
DokIuéG Trou Bacifovial ot SIaPOPETIKES PIOAOYIKES APYXEC.

Ma kdBe OBoKiur TOU TPAYHATOTIOETa, CUMTEPIAAUBAVOVTOl YVWOTA OTEAEXN
avapopdg 6Trou evdeikvuTal.

9.1. Opermmkég Kal evQUHATIKEG SOKIBEG TAUTOTIOMONS

MpooBdiopifovtai o akdAouBeg GAIVOTUTIIKEG IBIGTITEG TTOU TIAPOUCIGLE! 1] OXI v
yéver 10 C. m. subsp. sepedonicus, cUpewva pe Tig peBodoug Twv - Lelliott ko
Stead (1987), Kiement ef al. (1990), Schaad (2001), Anonymous (1987).

OAa ta utooTpWpara Tpémel va emwadovral otoug 21 °C kal va g§etdlovral
Uotepa amd €81 nuépeg. EQv to Bakripio Oev €xer ovamrTuyBel, n emwoon
ouveyigetal yia 20 npépeg cuvoAiKd. .

OAeg o1 Jokipég mpémel va TreplAapfdvouy Eva yvwoté otéhexog Tou C. m.
subsp. sepedonicus w¢ pdpTtupd. O BPETTTIKEG KAl PUOIOAOYIKEG BOKIPEG TIPETTEL VO
- Bigvepyolvial. pE - MOAUOHA. ..amrh. - uTroKaAMEQYEIEG. oe .nutrient . agar. O
HOPPOADYIKES TuUYKpioeig TTpemei va yivovTal amd KaAhiépyeieg o nutrient dextrose

agar. * " .
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Aokiuéc X Avapevépevo amotéAsopa
Aoxipn ogeidwong/Copwong (O/F) ADpaveg 1} aoBeviug ofeidwTIKO
EvepyoTnra ofeiddong - :

Avdrrruén atoug 37 °C ' -
Evepydtnra oupedong -
YBpoAuon QIOKOUAIVNG +
Yopbdiuan aptﬁ)\ou . — 1) aoBevng
Avoyry oe 7 % NaCl -
Mapaywyr VE6ANG -
ApaotnptétnTa KartaAdong +
Mapaywyr] HS -
Xpnolporoinon KiTpikwy 10VTwY -
Yypotroinor {eharivng -
MNapaywyn ofEog amd yAukepivn o=
Napaywyri oféog ard AakTOZN — 1 acBevrig
Mapaywyr} ogéog amd papvoln -
Mapaywyr oféog amrd oalikivn -

Xporn kard Gram (Trpocdprnya 9) +

-

8.2. Aokipf iF

(@)

(B)
(9]
(6)

TopaokeuGdeTal arbpnud Trepfrou 108 kuTTdpWY avd ml oe pUBLICTIKG
1 [

didAupa IF (mrpoadptnpa 3).
MapaokeudZetal CEIPd SITALY APCICEWY chTdMn)\bu avTioppod.
Eg@appofoupe ) Siadkaoia IF (evomnta 4).

Erriruyxdverai 8etiky] Sokiun IF edv o 1itAog IF g kalNigpyeiag eivar
joc080vapog pe autov Tou Betikol pdpTupa.

9.3. Aoxap] PCR

(o)

AB) -

Mapaokeudgerar aidpnua mepfrou 10° kutTdpwyv avd ml oe uTEp KaBapsd
vepd (UPW). ‘

Qepuaivovrar100.4l Tou awpi lJCIIOQJKLLU_C'(QQ).M_CTE_KAEIQIQG-C.-QWAIZ'NEQ«_QE.
BepuIkS UTTAOK 1j avaBpdfav: udaréAoutrpo atoug 100 °C via 4 Aetrtd. Edv
eivar amapaitnTo, n wpociikn NaOH 1rou €xel HOAIG TTapacKeUaoBef ae

TeNIkr} ouykévpwon 0,05 M eival 6Qva76_y va gupBdAel ot Adon Twv



9.4.

9.5.

9.6.
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KuTtdpwy. Ta Sefypata prropolv T6TE va cn'roer]KsueoO\} ot Beppokpaaia —
16 €wg — 24 °C éwg 6Tou XpeiaoBel va xpnoipomain8olv. .

E@appégovral of kardAnAeg Siadikaaieg PCR yia va evioxuBolv Ta eidikd
aummAikévia Tou C. m. subsp. sepedonicus (.. Pastrik, 2000- BAéte
TpoodpTnua 4- Li kai de Boer, 1995 Ml”S et al., 1997 Pastrik kai Rainey,
1999- Mills et al., 1999)-

Emruyxcxvaral BeTIKn Tcxumrromcn TOU C m. subsp sepedonicus edv TQ
apm\u(owa mg PCR  éxouv To [Blo péyeBog Kal Toug idloug
TOAULOPQITHOUG anoug epauopmwv EK TTEPIOPICHOU BTTWG TO OTEAEXOG
TWV BeTIKWV papTipwv.

Aokign FISH

(@)

’ ®
(v)

MapackeuaZerar audpnpa mepfrou 108 kuttdpwv avd ml oe UPW.
Eappédoupe ) Sladikacia FISH (svaTtnra 5).

Emituyxdverar Berikr] Sokipr FISH edv emiruyxdvovrai ol ;ﬁxsg avTIOPAoEIG
amd my KdMlEpYElG Kai To BeTIkS papTupa

MpogiA oce )umxp& oéa (FAP)

(@

(B)
()

H kaAMiépyela avarrTiooeTal gt tryptlcase SOy agar (Oxoid) yia 72 wpeg
atoug 21 °C (+/—1°).

Eappédletal KGTC()\)\I])\F] 6|0(6|chcla FAF’ (Janse, 1991 Stead, 1992)

ETI'ITUYXCIVETC(I BeTiki 50Kl|Jl’] FAP edv'o Trpo(pl)\ ™G meavng Ka)\)\u-:pyacxg
eivai 1o 1o pe autd Tou BeTikoU PdpTUPA. H TTapoUsid XapakTnpIGTIKOV
Airapwv ogéwv efvar 15:1 Anteiso A, 15:0 Iso, 15:0 Anteiso, 16:0 Iso,

16:0 kar 17:0. To Anteiso eival o€ peydho BaBpé evBekmikd tou C. m. ssp
sepedonicus. AMa ysvn omwg to Curtobacterium, To Arthrobacter xai 10
Micrococcus £xouv etriong OplO‘lJ"VG arrd T oféa auTd aAAd 10 15:1

Anteiso A eival omrdvio ofd oTa ev AdGyw BdK“nplCI EVD TTAPOUTIALETal O

6Aa ta Clavibacter spp. Kai og TTogooTd 1-5 %! Zro C. m. ssp sepedonicus
n i eival ouviiBwg yopw o1o 5 %.

BOX-PCR

(@

)

MapaokeudZetal aipnpa Tepfrou 108 kuTtdpwv avd ml o UPW.

H Sokipn epappolera olupwva pe ) Siadikacia (Smith ef al., 2001).



10.

10.1.

10.2.

10.3.

10.4.
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' AOKIMH EMIBEBAIOSHE

H Bokipr TraBovévelag TTPETTE! VO TPAYHOTOTOETAl WG TEANKA EMBeRaiwon g
Sidyvwong Tou C. m. subsp. sepedonicus xaBwg Kal yia TV ektiunon g

" maBoyévelag  Twv  KaAAgpyeiwv  TTou  Tautotrololvial  wg G, m. subsp.

sepedonicus:

MapaokeudZeral éva péAucya Tepimou 10° kurtdpwy avd ml aité kaANépysieg 3
npspwv ™G amopdvwong Trpog BOKIM KaBWws Kai KuTaMn)\o oTéhexog BeTikol
pdpTtupa Tou C. m. subsp. sepedonicus. :

MoAGvovral 5-10 oTehéxn vsqpu’ov omopo@UTWV pa)\w{&vag oT0 OTddI0 TOU 3
Trpayparikol @UAou (evotnTa 7.3 1} 7.4).

‘ETrwc'(Covm oe 1824 °C pe eTOPKEG OGWC KAl uynAr OXeTk] uvypaoia pe

kardAAnAo ToéTIoNa érol oTe va amopeuxBel n umepdpdeuon 1} n KATaTTvnoT
amd Enpacia (evétnra 7.7). ITic KoBapéG KOAMEPYEIEG, O TUTIKGG HOPAOHOg
eTEPYETA EVTOG 2 eRBOPGdWY GMG Ta QUTE Trou Bev (Eppavifouv CUUTITOHATY
(BAETe evOTNTA 7.8) HETA TNV TTAPEAEUOT) TOU XPOVIKOU Btacrnparog autoy TPETEL va
Errwctl:ovrm éwe 3 efdouddeg oe Beppokpacieg Tou euvoolv TRV QvamTugn Twv
PuTWV HeNTddvac ahd Sev urepBaivouv Toug 25 °C (mpoodptnya 8).  Edv - Bev
EHEQVICTOUV CUPTT@PATa evidg 3 epdopddwv, n kaMépyeia dev pmopel va
eTOANBELBE! wg TTaBoyévog Hoper| Tou C. m. subsp. sepedonicus.

ﬂpGY}JC(TOTI‘OIEITGI amopdvwor omd QUTE TTOU  TTApoUCIadouv cupmcbucra HE
agafpeon THAHATOG Tou OTEAEXOUG 2 cm TAvw Omd TO cnpao po)\uvcrng
Tepayifoupe Toug 10TOUG Kdl TrapacKsuaCoupa oiwpnua og éva Hikpd 6yKo
arro'ompwpévou, amooTaypévou vepol 1§ oe 50 mM puBuoTikol BicAdparog
cpwctpop.lkd)v (Trpooo'(qupcx 3). ATTOHOVIVOUME aTd TO Qudpnpa He eEGTTAwon
apaitboewv 1] ypapwky  e€dmiwon oe MTNA ko YPGA (Trpocc'(pmp‘a 5),
ETTWAOUHE yia 3-5 nuépeg oroug 21-23 °C Kat ﬂapampoupa T0 OXNHATIoHO
TUTHKWV aTroikiwv Tou C. .m. subsp sepedonicus.
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Centro de Diagnéstico de Aldearrubia

Epyaoctipio Béon Xopa
Agentur flir Gesundheit und Ernahrungssicherheit Biévvn kai Linz AucTpia
Departement Gewasbescherming Merelbeke BéAyio
Plantedirektoratet 1 Lyngby Aavia
Central Science Laboratory ’ York AyyAia
Scottish Agricultural Science Agency - EBipBolpyo Zkwria
Laboratoire National de la Protection des Végétaux,
Unité de Bactériologie 1 Angers FaAAia
Laboratoire National de la Protection des Végétaux,
Station -défQuarantairie de.la Pomme de Terre Le Rheu oMo
Biologisché Bundesanstalt Kleinmachnow leppavia
Pflanzenschuizamt Hannover 1 AvoBepo [eppavia
State Labbratory AoufAivo ipAavdia
Plantenziektenkundige Dienst Wageningen Katw Xwpeg
Norwegian Crop.Research Institute, Plant Protection .
Cen_trre‘ Aas NopBnyia
"Direcg:éo-Geral de Protecggo das Culturas Noodféva ﬁopfoya)\iﬁ
Nacionalni institut za biologijo . ) /\ouprc’xva :ZAoBévia
| Salamanca . loTravia

(1) Zroixeia smioTnUovVLY: BAET: 1oTOXWpO http:I/fomm.europa.eu.inVPublicﬁrc/éanco/Home/main
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Mapaokeun BeTIKWY Ko cxpvnnxwv papTipwV yId Ti¢ ﬁamxag 60Klp£g SioAoyiig
PCRI/IF ket FISH

Mapdyerar kahhgpyeia 72 wpwv mTadoyévou GTE)\éxoug tou C. m.  subsp. sepedonicus
[NCPPB 40583 1 PD 406] oe Bucu(é utréoTpwpa MTNA Kot TApacKeudderal aibpnua oe
puBuIoTIKS dIdAupT cpwcrcpopmwv 10 mM €rol oTe va emTEUXBEl TTUKVOTNTA KUTTAPWV
mepimou 1 éwg 2 x 10°% cfu avd ml. Auté emiTuyXdveral ouviBwS Ke EAAPPWS 80)\0 awprpa
icobUvapo pe oTrTikr} TukvoTRTa 0,20 og 600 nm.

Agaipolvial Kwvol amd 1o onpeio mpoéopuong Tou otoloviou 200 KovdGAwvY TToU £Xouv
AneBel améd v mapaywyr] ToikiAiag Aeukrjg emdeppidag, n erroia eivar yvweTto 61 eival
atraAAaypévn amd to C. m. subsp. sepedonicus.

O1 kwvol amé Ta onueia Tpoéopuong Tou arohoviou utrofdAlovTal oe Karepyaoia 6TTwg
ouviiBwg kai To ifnua avadioAveral oe 10 ml.

Mapaokeudfovral 10 amooteipwiéva Hikpopiahidia Twv 1,5 ml pe 900 pi avadiaAupévou
ICrHaTog.

Meragépovrar 100 pl aiwprparog C. m. subsp. sepedonicus GTo TIPWITO pmpocplot)u&o
* Avadeloupe pe aTpoBINGHS (vortex).

MpoocdiopigovTal Ta ekadikd eTrieda HOAUVONG PE TEPAITEPW APAIWOT] 0T ETOHEVT TIEVTE
HIKpO@ICAIBIa.

To €81 pohuopéva pikpoplahidia Ba xpnoiuoomBoly wg Betikof HdpTUpeS. Ta TECTEPA 1N
HoAuopéva pikpo@iaAidia Ba quorpowoxqeouv wg apvnTiKol pApTUpPES. Ta HIKPO@IGAISI
HapkdpovTal KataAARAWG. )

Mapaokeudovial TOCOTNTES 100 yl oe amogtelpwpEva pIKkpoeIaAiBia Twv 1,5 mi kai, kar’
auTtdv TOV TPOTO, Trapdyovial 9 emavoAryels KAbe leypm‘og pcxprupa AvoenKauova
oToug — 16 £wg — 24 °C £€wg 6Tou XpnoigoTroinBolv.

'H Trapoucia Kai o TTOoOTIKGC TTpocdiopiouée Tou C. m. subsp. sepedonicus ota defypara
papTipwy TTpETel va emBefaiwBoly rpidta amd Tt dokiun IF.

Ma m SOKlpﬁ PCR mpaypatomoieital e§aywyr; DNA amd defypara BETIKWV Kal apvnTIKOV
HapTdpwyV HE KABe oeipd detypdTwv SoKIHAG.

IMa 1ig dokipég IF kau FISH: rpaypaTtoTroiodvral SoKIPES oe SefyHaTa BETIKWV Kai apvhTIKWOV
papTipwyV HE KABE oe1pd SelyUdTwV SOKIHAG.

o 1ig Bokipég lF FISH kai PCR, 1o C. m. subsp. sepedonicus TpETrel va GVIXVEUGEI oE
TDU)\GXIUTOV 108 kan 10* KUTpoa/ml TWV BETIKWV PapTUpwV Kal GE Kavévay amd Toug

apvnTIKOUG PAPTUPES.
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PuBpeTika &t ,\épam yia ig Siadikacicg Sexipng

FENIKA: Ta arrocfalpwpéva puBpioTIKA diaAUpara Trou Sev €xouv avoixBel pmopoldv va
aTToBnKeuboUv Ewg éva £70G.

1.

1.1.

PubpioTika Siahdpara YICX4TI’] Oradikaoia e€aywyng
Pubuotiké didAupa e€aywyric (50 mM pubuiomiké SidAupa (owogoopmwv, pH 7,0) o

To ev )\oyw pueplcho Bdidhupa xpnoworoieital yia v aﬁuywyn Tou Pakrnpiou

.amd 10ToUG PUTWIV [E OpoloyevoTroinon f avddeuon.

NazHPO, (Gvudpo) 4,26 g
KH2PO4 2,72¢g
Atrootaypévo vepd - 1,001

AlgADovTal Ta oUCTATIKA, EAEYXETAI 1 TIHF ToUu pH Kal 10 UAIKS QTTOOTEIPWVETAl OF
auTéKaLoTO 0Toug 121 °C emi 15 AeTrTd.

IMpbdoBeta ouoTaTikG Propodv va gival Xprioipa we akoAolBwC:

ZKoTTOg - ! Mogémra (ava )
Lubrol flakes * | AVTIKpoKIBWTIKG (¥) ) 0,5¢g
DC silicone antifoam’ A 'AvrlqcpplchKSg Tapdyovrag (*) | 1,0 mi
Tetrasodium pyrophosphate ' AvTioCeidwTiko ‘ 1,0g
_ AEO|EUGT] TIAPELTIOBICTAY Tf)g ' A
Polyvinylpyrrolidone-40 000 (PVP40) | PCR - o 50g

(%) Na xpon-oto Thaioio ¢ PeBOBOU eEaywyng HE opotoyevowainor. }

1.2. PuBuiorixé didAupa idiparog (10 mM pubictikd 51a/\u,ua cpwcrgoopl;{wv pH 7,2)

To ev Adyw puBpIoTIKG dIGAUPA XpI’]O‘l}JO'ITOIEITCXI YO ETQAVAOYAUATIONS Qiwpriparog
Kai apafwon ekYUMOUdTwy Kwvwv amd To anueio mTpéopuaong Tou oToAoviou
KovOUAWY TTatdTag PeTd Tr) CUYKEVTPWOT) Ot i{npa pécw QUYOKEVTPIONG.

NazHPO4.12H20 2,7 g'
NaHoP04.2H;0 044g
AtrooTtaypévo vepd 1,001

AiaghlovTal Ta CUCTATIKY, s)\syxarou n T ToU pH Kot To UAIKG avocmpwverm o€
autokauoTo aToug 121 °C emi 15 Aemd.




2.1.

2.2.

2.3.
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PuBmoTikd SiaAGpard yia  Sokipn IF

PuBuioTKG SiGAupa IF (10 mM pwopopiké pubuioTké Sidhupa GAaros (PBS), pH
7,2)

To puBICTIKG BIGAUHA QUTO XPNOILOTTOIEITAI VIO THY apaiton) TWY QVTICWHATWY.

NazHPO4.12H20 2,7 g
NaH,P04.2H,0 0449
NaCl 8,0g
- ATTOOTAYHEVO VEPO 1,01

AloAJovTal Ta CUCTATIKE, EAEyXETaN 1} TipA Tou pH Kal 10 UAIKG QTOOTEIPWVETl OF
autékauoTto oroug 121 °C emf 15 Aemrrd.
Pubuioniké SidAupa IF-Tween

Auté 1O pubuicTIKG  BiIdAupa  xpnoipomoleitar  yie TV TAOON  TWV
QVTIKEIEVOPOPWY TIAOKGV. ' ‘

NpocortiGeran 0,1 % Tween 20 oto puBuioTiKS SidAupa IF.
PwoEopIké pUBLITTIKG 516(/\Upa y)\uKapl’vng, pH 7,6

Autd 7o pueulonKo 51a)\upot XprooTroEital wg peucTd EyKAEIONG oTa Qarvia
TV OVTIKEIHEVOPOPWV Tl')\C(KUJV e IF yia Tnv evioyxuon tou (peoplcrpou

NapHPO,.12H,0 .43,2 g
NaH2P04.2H20 0,15 g
FMAukepivn 50 ml
ATrooTaypévo v&pé : 100 mi

AvrigeBwpiaoTikd  BiochGpara UAikoU éykAsiong -OariBeviar oto  euTrOpIo 1'r)(.
Vectashield® (Vector Laboratories) 1§ Cmﬂuor® (Leica).
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Merpdrar o péoog apiBuéde Twy TU'ITIK(DV PBOPICOVTWV KUTTAPWY avd oTriké Tedio

©).

YmoloyiZetal o apiBuog Twv  TUTTIKWV  BOPIOVTWY  KUTTEpWY  avd parvio
QVTIKEIPEVOPSOpoU TTAGKAG LiKkpookoTriou (C).

C=cx8/s

61rou S = gppadov Tou paTviou HIAG TTOAUQATVIOKAS AVTIKEIHEVOQOPOU Kal
s = eBaddv Tou oKy TEdioU TOU QVTIKEIEVIKOG

= THAGHA
6grou | = ouvreAeoTig mediou (kupaiveral aTrd 8 £w¢ 24 avaAoyd e Tov TGO
" Tou TpocoPBaApiou)
K = ouvreAeoTtig ou))\qva (11 1,25)
G= peyseuvrlm 10X0C TOU QVTIKEIUEVIKOU pakold (100x 40x K. )\Tl‘ ).

. onAoyx(erm o] dpl@pog TUTTIKGOV  pBopIovTwv kuttdpwy avd ml avadiahupévou
IZinaTog (N)

N=Cx 1000l xF

6Tr0U Y = 6ykog Tou avadiaAupEvou IZRUATOC OE KEBE paTvio Kai
F = ouvreAeoTiig apaiwaong ToU avaﬁla)\upsvou ICnpchog



(@)
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OPENTIKA UTTOCTPWHATA Yid TRV ammopdvwon Ko kaAAiépyeaia Tou C. m. subsp.

sepedonicus

. leviké Bpemmikd umrooTpwpara KaAMépyeiag

Nutrient agar (NA)
Nutrient agar (Difco) 23,09
AtrooTtaypévo vepd 1,01

AlaAbovTal T CUCTATIKA Kol To UAIKG QTTOOTEIPWVETAI OE QUTOKAUOTO aToug 121 °C
erri 15 Aetrrd.

Nutrient dextrose agar (NDA)
Difco bacto nutrient agar rou Tl'EpI‘éXEl 1 % D(+) yAukdn (povoUdpiki)).

ATrooTelpwon ot autékauoTo atoug 115 °C errf 20 AETTTd.

Yeast peptone glucose agar (YPGA)

Yeast Extract (Difco) 50¢g
Bacto-Peptone (Difco) 5,0 g
D(+)-yAukoln (povéUiSler’]) : ’15,0 g
Bacto-Agar (Difco) 15,0g
AtrooTaypévo vepd 1,01

AighiovTtal Ta CUCTATIKG Kat TO UAIKG QITOCTEIPWVETA! GE autékauoTo atoug 121 °C
eml 15 Aemrrd.

YméoTpwia yeast exiract mineral salts (YGM)

Bacto-Yeast-Extract (Difco) 209
D(+)-yAukdgn (povoldpikh) 25¢g
K2HPO4 0,25¢g
KH2PO4 0,25¢g
MgS04.7H,0 0,1g
MnSO4. HO ‘ 0,015 ¢
~NaGl--. - - -0,05.9.
. FeS0,4.7HO 0,005 g

Bacto-Agar (Difco) o 18¢g
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ATtooTaypévo vepd 1,01

a1

AIGAUOVTQl TQ CUCTATIKG KAl TO UTTOOTPWHA QTTOCTEIPWVETA! OF TFApTioeg Tou 1/2
AiTpou, oe quTéKaUaTo, oToug 115 °C e 20 AeTTd.

B) Ei mKUp&)pfvu EKAEKTIKG U_rrobrpa’)para avc’rrrrufng'
Yméotpwpa MTNA

EKTOG Kai av utrdpxel SIapopeTiki avagopd, 6AQ Ta CUCTATIKG UTTOOTPWHATOS
TpoEp)ovTal arrd Ty BDH .

Yeast Extract (Difco) 20g
MavviTéAn 25¢g
KoHPO4 0,25¢g
KH2PO4 0,25¢
NaCl 0,05¢g
MgSOL7H,0 . 01g
MnS0O4. HO 0,015¢g
FeS04.7H,0 " 0,005¢g
Agar (Oxoid apig. 1) : 16,09’
ATrooTaypévo vepd 4 1 ,01

AlgAbovral T oucTarikd, To pH pubuiletal oto 7,2. Merd myv amooteipwon ot
autdkauoto (oToug 121 °C yia 15 Aewrd) kar Tv wiG€n oroug 50 °C, wpooTiBevial -
T avriBiwTikG: trimethoprim 0,06 g, nalidixic acid 0,002 g, amphotericin B 0,01 g.

Mukvd BicAdpara avriBiotikwy:  trimethoprim (Sigmé) kar nalidixic acid (Sigma)
(kar Ta 800 oe 5 mg/ml), oe 96 % pebavoAn, amphotericin B (Sigma) (1 mg/ml) oe
dimethyl sulfoxide. Ta wukvd SiaAGpara amooTelpivovtal pE diienon péow
@ikTpou. ' :
Znueiwon:

H diarnpnowdrnra  rouBacikold Bpemrikod uAikod efvanr 3 prives. Merd v mpooBiikn Twv
aviiBioTikwy, n Siatnpnoipdmra gvar 1 pivag edv 10 UAIKG ammoBnkederal oTo Wuyeio.

YméoTpwpa NCP-88

Nutrient agar (Difco) 23g
Yeast Extract (Difco) - 2g
D-pavvitéAn 59
JHPQ4 . e 29

- KH2PO4 o .05¢g

‘MgS04.7H0 ... . 025¢g
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AgAlovial Ta ouoTarikd, To pH pubpiZeran oto 7,2. Metd mv amoaTeipwon ot
autékauaTo Kei v wiEn otoug 50 °C, wpooTiBevidl Ta akdAouBa avriBIOTIKG:
Polymyxin B sulphate (Sigma) 0,003g, nalidixic acid (Sigma) 0,008 g,
Cycloheximide (Sigma) 0,2 g. :

Ta avniioTikd Siahdoviar o TTukvd Siahlpara wg €€ng: To nalidixic acid oe 0,01 M

NaOH, Tto cycloheximide oe 50 % aBavéAng, 1o polymyxin B sulphate ot
amooTaypévo vepd. Ta Tukvd dioAdpara amooTtelpwvovial pe dinon pEow
@iATpou. ’ :

Znpeiwon:

H dwampnopémra Tou Baocikold Bperrrikoll UMkoG efval 3 prfiveg. Merd v TrpooBiKn Twv
avTIBIOTIKGV, To UAIKS gival Slarnprioipo yia 1 puriva edv amolnkedeTal GTo Yuyeio.
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ETKupwuéva rpwTéKkoAAa Kt avTiSpaaripla PCR

Znueiwan:

O1 npor(ma,okm(eg 60Klp5g TTPEmEl va emrpznouv TNV Qvamapaywyiun avrxveuan ToUAdyioTOV 1 0* -
&wg 10* KurrGpwv Tou C. m. ssp. sepedonicus avd ml ekxuMouarog Sefyuarog.

O1 mpokarapkTikés Sokipés mpémer emions va unv Selyvouv  oiadhmore Aav@dopéva  Oetikd
arroreAéouara pe Eva OUVOAO EMAEYLEVWV OTEAEXWV BaKTHPIWY.

1. MpwT6KoAAo TrOAAATTARG PCR pE ECWTEPIKS uéprupa PCR (Pastrik, 2000)

1.1, Exkrkivnréc oAryovoukAsondiwv

Mpbdabiog exkivimic PSA-1 5'- cte ctt gtg ggg tgg gaa aa -3’
AvtioTpogog ekkiviiTiig PSA -R 5'- tac tga gat gtt tca ctt ccc ¢ -3
MNpbdobiog ekxivnmg NS-7-F 5'- gag gca ata aca ggt ctg tga tgc -3’
Avriotpogog ekkivntiic NS-8-R 5'- tce gea ggt tca cct acg ga -3’

Avapevépevo péyeBog Tou apthikoviou amd to DNA avaeopdg Tou C. m. subsp.
sepedonicus = 502 bp (CET eKKIVN TV PSA)

Avapevépevo péyebog a]m)\n\oviou ammd ETWTEPIKS paprupa TG PCR 183 rRNA
377 bp (oeT am(lvmwv NS).

1.2, Melypa aviispaans PCR

AvnipacTripio ’ MNogérnra avd TeNiKr oUYKEVTpWOT] |
avTidpaon :
Amrooteipwpévo UPW ' T 15,725 |l
1 10x puBoTIKS BidAupa PCR M (15 mM MgCl2) 2,5l ] 1x(1,5 mM MgCl2)

BSA (khdopa V) (10 %) 0,25 pl 0,1%
Melypa d-nTP (20 mM) 0,125 ul 0,1t mM
Exxivnriig PSA-1 (10 pM) 0,5 pl 0,2 uM
Ekxivnmig PSA-R (10 pM) ’ 0,5l 0,2 uM
EkkivnTrig NS-7-F (10 pM) @ 0,1l 0,04 uM
Exxavirrig NS-8-R (10 pM) @ 0,1yl 0,04 uM1,0 U
Taq moAupepdon (5 U/ul) 0,2 ul
‘Ovykog Sefyparog 5,0l

ZUVOAIKOG OYKOG 25,0 pi

-(1)-OrpéBoBor.emkuptiBnkav xpnmponmwymg Tnv.Tag.moAupepdon wwv Perkin.Elmer (ArnplLIaq fi.Gold) ket Gibco BRL. ...
2)H cuer:Vpron Twv ekkivnTdY NS-7 F kar NS-8-R BeAnicTotroniBnke yia o ekxGAlopa ktivou aré 1o anelo Tpéoeuong Tou
GToAoviou Tratdrag XpropoTroidvrag T péBodo cpolovzvono[ncrqg kat Tov kabapiopd DNA olupguva pe tov Pastrik (2000) [BAéme
evomnra 6.1.a) ki 6.2] H mavusalmcnonofqoq TWV austvrpwcrzmv avridpaompitwv Ba u-n-urrneaf Edv xpnmporromBsI n efaywyr pe”
avadeuon 1§ GMn pEBobo amroudvwong Tou DNA .



1.3.

1.4.

2.1.

2.2.
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2uvBnkes avridpaons PCR
AkolouBeitai 10 £€1i¢ TTPOY PO
1 kUxAog amé: i) 3 Aerrtd oToug 95 °C (peTouciwon Tou TpéTUTTOU DNA)

10 kUkhol aTro: i) 1 AeTTT6 oTouc 95 °C (ueTouaiwon Tou TPGTUTTOU DNA)
i) 1 AeTrt6 oToug 64 °C (TrpooKOAANCT EKKIVIITAV)
iv) 1 Aemrt6 oToug 72 °C (emékracn avTiypdepou)

25 klkAol ot: v) 30 deutepbAeTrTa otoug 95 °C (peTouoiwon Tou apxikoU
DNA) ’
vi) 30 BeutepOAeTTTa OTOUG B2 °C (TTPOGKOAANTT] EKKIVITLIV)
vii) 1 Aetrté oToug 72 °C (emEKTACT avTypdgou)

1 KOkAog aTTé: viii) 5 Aetrtd otoug 72 °C (1eNIKN ETTEKTOOT))
ix) Giamipnon otoug 4 °C.
Znueiwon:
To mrpdypappa autd BeAtioToTroiEiTan yia Xpnor He Bepuikd kukhorroint MJ Research PTC 200.

Evbéxeral va arraitn@el Tpotrotroinot g Sidpkeiag Twv Brpdrwy twy KOkAwV i), i) iv), v), vi) Kot vii)
yia Xprion e GAAG HoVTEAQL.

AvéAuon rou auTTAikoviou pe EvIUpo TrEpIOPIood

Ta mpoidvta PCR Tou é£xouv evioxuBef amd 10 DNA ToU C. m. subsp.
sepedonicus  TrApdyouv - évav  XOPOKTNPIOTIKO — TIOAUHOP®ICUSG  HITKOUC
BpavopdTwy eK Tepopiopol pe 1o éviupo Byl il petd amd emaon atoug 37 °C yia
30 Aewrrd. Ta Bpadoparda ek TrEpIOPICHOU TToU OTrOKTWVTAl amd To e161ké yvia 1o C. m.
subsp. sepedonicus Bpaloua éxouv pgyedog 282 bp kal 220 bp.

Mapaokeun Tou puBHICTIKOG SIKAGHATOS QOPTWOHS

Bromophenol blue (10 %-unprKé o1dAupa)

Bromophenol blue 5g
AtrooTaypévo vepo (BITTAG airooTayHEvVo) - 50 mi

PuBuicTiké didAupa bprwaong

"Aukepivry (86 %) 3,5 mi
Bromophenol blue (5.1) 300 pi
AtrooTaypEvo vepd (BITTAG aTTooTaypéVo) 6,2 ml

10x Tris Acetate EDTA (TAE) puBpioTiko6 SiGAupa, pH 8,0

Pubpiotiké didAupa Tris - 48,4 g

'KpUCTOARIKS OEIKE 060" - : 11,42 Wm0
- EDTA (disodium sait) o 3,72g

AtrooTaypévo vepd 1,001

Alahdetan og 1X Tpiv amd ) Xprion. -

z o r A
AwcriBerar emiong oTo epmopio (.. Invitrogen 1 10080vaye).
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Emikupwpéva orvnEpacn‘ﬁélcx yid 50Ku_1r’] FISH
OAtyoaviyveuTég o

Eﬁe:lémeupavog crvxxvsUTng yia 1o Cms CMS-CY3-01:
5'- ttg cgg ggc gea cat ctc ige acg -3’

Mn e€eidikeupévog avixveuTrig euBakrnpiou EUB-338-FITC:
5'- gct-gee tee cgt agg agh-3°

npoanwT|K6 S1dAupa

[[TPOXOXH! TO ﬂPOZH/\QTIKO YIPO [EPIEXEI MAPA®OPMAAAEYAH H
OriOIA EINA! TOZ=ZIKH. [PEMEI NA ©OPOYNTAI FANTIA KAl NA MHN
FINONTAI EISTINOES. ZYNIETATAI H EPFAZIA ZE ATNATQMOJ

() @eppaivovml 9 ml 0darog poplaKoﬂ BaBpou kabBapdrntag [1r.X. UTrép
Kabapd vepd (UPW)] ot mrepirou 60 °C kai rpooTiBevial 0,4 g
wapacpoppa)\éauﬁng H mapagoppahdelidn SiaAdetal petd Thv Trpocer]m
5 oray6évwy 1N NaOH kon avadederar Pg payvnTiké avadeuTipa. ‘

(i)  To pH puBpigerar ov TiwA 7.0 pe TV Tpoodikn 1ml 0,1 M cpwc(popmoﬁ
puBpioTikoU élaAupctTog (PB-pH7.0)kat 5 chayovwv TN HCL EAéyxerai
10 pH pe Tavieg BeIKTWV Kot TrpocappoCaTou gqav eival arrapuimro ye HCI §
NaOH.

[[IPOXOXH! AEN TIPEMElI NA XPHZIMOMOIEITAI ‘I'IEXAMETPO ZE'
AIAAYMATA ME MTAPAGOPMAAAEYAH] . :

{iii) o BiGAupa @iATpdperal péow @iAtpou pepBpdvng 0,22 pm kai diarnpeiral
atraAAaypévo amd okdvn oToug 4 °C éwg 6Tou EavaypnoipoTroinOel.
(iv)  Znpeiwon:

EvaAhakTikd rpooniwTikéd didhupa: 96 % aiBavoAn.

3x Hybmix

NaCl . - . . 2,7M

Tris-HCI 60 mM (pH 7,4)
EDTA (amooTeipwpévo pe Binenon amd @iAtpo

KQl 0€ QUTOKOAUOTO) 15 mM -

Apaiwverar 1x, 6Trwg arraireitat.

AG@Rupd GRpiSiouoed

1x Hybmix
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Sodium dodecyl sulphate (SDS) 0,01%
aviyveutric EUB 338 ‘ 5 ng/pl
aviyveuTis '42MSCY301 5 ng/pl

Mapaokeudgovial  TToocoTHTEG  SIAAGHATOG UBplGlouo(J olpewva HE  TOUG
utrohoyiopolg  Tou Trivaka. Ta  kdBe avTIKEIHEVOQOPO  (TTou  TrepIAapBdver 2
BIOQOPETIKA 6€1ypara ei¢ Brirholv) atrarrotvral 90 pl SioAlparog uBpdiopod.

Mivakag: ZuvrcTwusvsg_Trocornrag Yia TNV TTapacKeur Tou pelyparog uppidiopod.

2 QVTIKEINEVOQOPEG | 8 QVTIKEIHEVOPOPES
TTAGKES TTAAKES
ArrooTeipwuévo UPW 50,1 200,4
3x hybmix : 30,0 120,0
1% SDS 09 3,6
1 Avixveutic EUB 338(100 ng/pl) - | 4,5 18,0
Aviyveiitic CMSCY301 (100 ng/l) | - 45 18,0
SUVOAIKOC BYKOC (HI) 90,0 360,0

Tnueiwon: OAa Ta SicAlpara ou TepiAauBdavouy o)\lyocmxve:ursg euaioBnToug oTo PG
arroBnkedovral oTo oKoTAd oToug — 20 °C. npOO'TGTEUDVTGI Q1T T0 GUECO PUIG TOU MAToU 1} TO
NAEKTPIKG QWG KATd TN xpnc:n

0,1M puepzcnxé BidAvpa puoeopik®y, pH 7,0

NazHPO, 8,529
KH,PO4 544 g
ATtrooTaypévo vepd 1,001

AIGAGOVTAL T CUCTATIKS, EAEyXETQl N Tk Tou pH Kai To UNKG aTOCTEIpVETAl O
autékauaTo atoug 121 °C e 15 Aetrid.
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Mpoodprnuc 8
KaMlibvsla QUTWV pPeEMITLavag
Zwépél pehirdavac (Solanum melongena) GTIEPVOVTAl OF TACTEPIWUEVO urréd"rpwpa. Merd
" TNV TApN EKTTTUgN Twv KOTUANBOVWY (10-14 npépES), Ta oTTopdpuUTa PETaQUTEUOVTAl O
YAGOTPEG HE TTACTEPIWHEVO UTTOCTPWHA.

Ta eutd pelit¢dvag TTpemel va KaAhepyolvral o BepHOKATTIO pE TIG akOAouBeg GUVBIKkeg
TEPBAAAOVTOG:

Mrixog nuépag ) 14 (peg 1} QUOIKG PIKOG NHEPAG, av eival HEYOAUTEPO.
Gepuokpaoia nuépa 21 éwg 24 °C,
vixra 15 °C.

EutraBeig oIkiNieg puTldv pehit¢avag:  «Black Beauty»,
«Long Tomy,
«Rimay,
‘«Balsas».

MpounBeutig: BAETE IoToXWwpo http:/fforum.europa.eu.int/Public/irc/sanco/Home/main
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npocrapmpa 9
AldeKama Xpwong kard Gram (Tpom:momc‘q tou Hucker) (Doetsch, 1981) ™
AidAupa crystal violet:
AlaAbovrai 2 g crystal violet oge 20 ml meavc’;)\r] 95 %.
AiaAbovrat 0,8 g oaAikoU cxppwviou ot 80 ml atmrooTaylEvou vepou.
Avaperyviovral Ta 8o SigAvpara. .
lwdio rou Lugol

lwdio 1g

lwdlolyo kéhio 2g
ATTOOTgypévo vepo 300 mi

Ta oreped koviomoloUvTal o 1ydio. [pooTiBevral oTo vepd Kat avchSEuovrai evtog
KAeigToU Boxenou péXpIc 610U BlaAuBolv.

AidAupa erriypwong cappavivig

ArroBeparikd didAupa:

Zappavivh O 259
95 % .qiBavoAn 100 mi

Avapeiyviovtai kai arolnkebovral,

Apaiverar: 1:10 yia mnv amdktnon Tou SlaAdpaTog epyaciag.

Anadikaoia xpwons

1. To delypa e€amAoUTal W¢ ASTTTO QI OTIV OvTIKEIEVOPOpO, EnpalveTal
OTOV Qépa Kal TTpoonAWVeETal e BepldThTA.

2. H avrikeipevoeopog kaAlmrretal TApwe, €T 1 AeTrTd, fe didAupa crystal
violet.

3. - H avrikeipevopdpog TAEveTal alvTopa pe vepo tTne Bpiang.

4, H avrikeipevo@spog KaAUTITETAl TARPWS Hie 110010 Tou Lugol emi 1 AeTrd.

5. H avTikeipevopdpog TTASvETAl HE VEPS TS BpUCTC KOl CTEYVIIVETA! LE
8inénTikd xcxpri.

Hav lu\c.lt.tr.vu\yupu5 TTAGKS \..Trc"pw' sariderar pe 88

- mpooTiBeTal oTAYdNV HEXP! va TaloEl N apaipeon Xpduarog i n

oL ~BengAAR Trons
70 MITYUia | vy

"o
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avTiKEINeEVopSpog epBaTTideTal, Pe ehagppr] avdadeuor, oe aiBavohn 95 %
" emi 30 BeutepSAETTTA. '

7. H avrikeigevopdpog TrAéveTar pe vepd g Bpliong Kat OTEYVVETA! LIE
éneénTiké yapri.

8. H avrikeipevopdpog kaAdTrTeTon TARpwS pe Sidhupa oappavivig e 10
OeUTEPOAETTTA.

9, H avrikeipevopdpog TAEveTal pe vepd TG BPUCHC KAl OTEYVWVETAI pHE
dmeénmké xapti.

Ta Berikd katd Gram BakTiplar EpQavifouy 1BN-KUGVE XpWwHOTIoPS. Ta apvhTiKa
Kard Gram Bakmipia epavifouv podIvoepuBps XpWHATIoUE.

(1) Elvan emriang Buvarsy va XpnoiperroinBouv Biahbpara kuBwg Kal péoa xpwong (staining kids) wou diari@evial oTo sprrépnb.
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HAPAPTHMA I

rl” l(r'fﬁr ﬂ'lnﬂ\/n)\r\\’ﬁl”!f\/q _I'Nl‘\ﬁ”f‘ﬂﬂ ‘l’"” T!’\I\l f'\Tl'l'\lﬂ ll’TTf"pXL’I Qﬁllfﬁ f‘le‘ﬁTCA¢!T;JfT fTTr'}

Sokipri(-£¢) Siahoyric cUpewva pe Tig peBodoug Trou opifovral oto  Tlapdptnpa | ka
yia TRV oTrofd avapéveral emBeBaiwan 1 SIGweuoT He TV oAoKAfpwaen TwV ev Adyw
peBABWY, TTapakpaToUVTal Kol PUAGCTOVTOL KATAAARAQL

(@)  Ohol ol K6vBUAoi Tou Befyparog Kai, oTav efval EQIKTS, 6Aa Ta QUTA NG
SelyparoAnyiag,

(B)  xdBe evarropévov ekXUMOoUA Kai TTPOTBETO UAIKO TTOU TTApACKEUATENKE
yia TV 1] Ti BOKIPEG BIGAOYIC TT.X. GVTIKEIMEVOPSPO! TTAAKES
avooo@Bopiopoy,

. Kal
) OAn n oxeTky TEKUNPiLON,

HEXPL Lu\ OAOKAT}pWOT) TWV EV AGYw HEBOBWV.
Me mv TIAPAKPATNON TWV KovAUAWY 6 KC(TC(GTI’]D‘EI 6uvarn 1 Bokipn TI‘OIKI)\IUJV omou
auTo evaelkvuTal.
¥e Trepimtwon  BeTikig amBsBalwcng TOU opyaviopoU, wdpaKpaTsﬁal Kai
uAdoETal KATAAMAWG: . :
(a). To UAIKGS TToU avagépeTal oTnY TTapdypago 1-

Kai

B éva Selypa Tou pd)\Ucpévou U)\l!(O.L'J pehITgdvag 1o oToio £Xel HOAUVEET
TEXVITA pE exXOMoHa KovDbUAou i} puToU: .

Kal
(y) . amopovewpévn kahhiépyela Tou opyavigpou,

yia TOUAGYioToV éva prjva Petd ) dladikaoia kovotroinong BAoel Tng Tapaypdeou
(2) Tou Kavoviopot 7.
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NAPAPTHMA il

Ta oToiyela TTou TPETTEN var AGHBAVOVTAl UTFOWN YIT TOV TIPOTDIOPICHUO NS EKTACNC
¢ mlavig HéAuvang Bdoer g utromapaypdeou (B) ¢ Tapaypdeou (1) Tou
KavoviopoU 7, mepthauBdvouv:

()

®

)

(©)

)

]

Toug kovBUAoUG 1} T QUTA TTOU TTAPAYOVTal GE TEPIOKT) Trapaywyng
XOPAKTNPIOUEVN w¢ HoAuopevn Bdoel Tng uTotrapaypdeou (a) g
Trapaypagou (1) Tou Kavoviopod 7,

™V (T1g) TEpIoXr(-£G) TTapaywyng TTou £xel Seapd Tapaywyhig HE TOUg
KovBUAOUG 1} Ta QUTH 1TOU EXOUV XapaKTNPIoBel wg poAucpéva Bdoel TG
utroTrapaypdgou (a) g wapaypdpou (1) Tou Kavoviopou 7,
cumrspi)\apﬁavopsvwv ekeivwv TTou xpnclpovonouv Tov  i8lo e€omrhiopnd Kal
EYKOTAOTACEIG TTapaywyng ameuBeiog i} péow kool avaddyou,

TOUG KovBUAOUG 1Ij TO @UTA TTOU TapAyovTal crmvrj TIG Trsploxég '
rapaymyﬁg TTOU QVaQEéPOVTal omv TTponyoUpevn Trepmrwcn f] Trou
uTiRpxav o’ cxum v TrSpIOXr] ] TI'EplOXEg TTaPAyWYyns KaTd Tnv Tepiodo
Katd tnv omoia o1 KGvBuAol 1j T QUTA TToU xapumnpiCovml WG HoAuopéva
Bdoer mg uTroTapaypdgou (a) ™ms Tapaypdgou (1) Tou Kavoviopou 7,
UTTHPXAV OTIG TTEPIOXEC wapaywyng TIOU QVAQEPOVTA! OTNY TFRWTN
CTTEPITITWOT,

TIG KTIPIGKEG eyKATaOTAOE!G OTTOU YiveTal eTreepyaaia g Tardrag amd Tig
TEPIOXES TTAPAYWYTS TTOU QVAPEPOVTAL OTIG TIAPRATIAVL) TTEPITTTDTEIS,

K&Be pnxavnua, 6XnHa, oKApog, atroBiikn 1 ovada quTiv Kal K&Be dhho
OVTIKEIUEVO, CUPTTEPIAGUPBAVOPEVWV TWYV UMKV oucKsuuciag, TTOU
evOEXETaI VA £Xouv €ABEl OE ETTaQr} HE KOVOUAOUG j QUTA XQpaKTIpIopéva
w¢ poAuopéva Bdoel Thg UTron'cxpaypa(pou (o) ms Trapaypdeou (1) Tou
Kavoviopou 7,

KGBe KOVOUAO 1}.uTA Trou Exel aroBnxeuBel 1} £xel EABel ot eTagpn, e
OWOIABATIOTE  KATaOKEUN 1 QvTIKelpevo Trou amapiBpeital oty
TTPONYOUHEVN TEPITITWGOT], TTRIV a1 TOV KABapIous 1} TV amoAlpavan
TQUTWV TWV KQTAOKEUWV KO OVTIKEILEVOV,

WG aTroTéAECHa TWY SOKIUAV TTOU C(vucpépovral cTov Kavovicpué 8, ekeivoug
TOUG KOV50AOU§ 1) 70 QUTE JE adeAPIKA 1] YOVIKI] KAWVIKT} OXEoT e Toug
KovOUAOUG I} T0 QUTG TTOU XOPAKTAPIoTNKAV HoAUCHEVA BACE TNG
utroTTapaypaeou (o) g Tapaypdgou (1) Tou Kavoviapod 7, kai yia Toug
OTroioUG HOAOVOT! eVvOEXETal VA £BWoaY upvnnm amoteAéopara Katd Tig
Bokipgg avixveuang Tou opyavicpod, Kpiverar 61 ) pdAuvorn eival mBavr} péow
KAWVIKIG oxéong. H Soxipf moiiAkov  pmopef va SiegayBel yia v
eTaARBeEUCN. TG TAUTOTATAG TWV HOAUTHEVWY KOl KAWVIKG OXETIZOHEVWV
KOVBUAWV 1] QUTGV-

- ..,_qu, o

TOV Toug T6TTOUG 'n'apaywynr TOW Knvou)\wv A QUTGV TTou uvu(pepovmu

- GT1|V npOn’[YOdpc\/r‘ "TEpﬁTT(JJur}
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Ta ovoixeia Tou mpimel va AauBavovial UTOYR YO TOV TPoodIopIcHS NG
Tneavo)\oyoupavng peradoong TTOU crvcx(pszTcu oV U1TOTI‘C(pC(YpC1(pO (y) g
Trapg\lpm'nou (1\ Tou Kavaoviopod 7, -rrnc—rm vy TrenthanRdévouv: .

(@) Tn yenvmcq GAWV TTEPIOXWV Trapaywyng 6oy mMnepyouvml TaTdTeg i
GAAa QUTA EeVIOTEG,

(B) v Tapaywyn Koviig Tatdrag Kar Xpnoipotoinon amobepdiwy -
TTATATOCTTOPOU.

H xowvotroinon Tou avagéperar oTo TPWTO eddQIo TNG Tapaypdeou (2) Tou
Kavoviopoul 7 trpétrel va TTapEXETal WG aKoAoUBwWG:

(@)  Apéowg perd TRV amBeBaiwon NG Trapouciag Tou opyaviopol amd Tig
EPYAOTNPIAKES BOKIHEG, KAVOVTAG XPIioT Twy PeBSSWY TTou TrapariBevra
oTo MNapdptnua |, ToUAdyIoTOV!

(1} Tnv ovopacia tng ToIkKIANAg Tng TapTidag ardrag,

(i) Tov TG0 (TraTdTeg epTTopiou, TTaTaTdOTTOPOG K.ATT.) Kai, 6Trou efval
EQUPPSCIHO, TRV KATNYOpia TOU TaTATO0TTOPOU,

(B)  OTIG TEPITTWOEIG TroU UTTApXe!l KivBuvog pdAuvong Thg Tartdrac amd i
EVTOG GANOU(-V) KPATOUG(-tov) HEAOUC(-IV), TO KpdTog HEAOG aTo oTroio
emPeRaIBNKe exdrAWan TG .aoBévelag diaPiBdlel apéowg oto(-a) -
evoIapepdUeEVo(-a) KpdTog(-n) HEAOG(-N) TIC TANPOPOpiEC TTou eival

. avayKaieg TTPOKEIMEVOU v cUPHopwBel pe Tnv Tapdypago (3) Tou
Kavoviouol 7, émrwe: .

(1) Trv ovopacia g TOIKINGS TG TapTidag chmim;,

() TNV ovopaaia kai n SiedBuvon Tou ATOCTOAER KOl TOU TTAPaARTITN,

() Vv nuepopnvia TapaAaBic NG TapTidag TATATAC,

(v) 1o péveBog TG TrapTIBag TATETAC TroU TTapaA@PIKE,

(v)  avriypago Tou gutolyeiovopikol diafarnpiou fj TOUAGXIOTOV TOV
ap1Bus Tou putolyeiovouikol diaBarnpiou étrou Xpeidderat 1} Tov
apIBud pnTPWOU Tou KAAAIEPYNTH 1 EPTTOPOU GTTOU XPEIAZeTal KAl

avtiypapo TA¢ e1doTroinong Tapddoong.

H EmirpoTrs} TRETE! va eVNHEPWVETA! QpECWS OTaV £XEl TrapaoxeBel TEToia
TANPoQSPNON:
(@)  Merd v oAoKAPWGN GAWV TWV EPEUVAY, Yid KGBE TrEpfTrTwon:

® Tnv nuepounvia Trou smBEBmo’JenKs r| HéAuvon,

e et Tal-d el re)

(ii) uuvxuptl ucpxyyufyll “lg cPEuvu5 TouU € c/\upr_ Awluu Ylu My
TauToTroinon e TTT]YF]Q Kal TRV EV6EXQ]J'SVF] E'ITEKTCXOT] me
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poéAuvong, CUPTEPIANIHBAVOREVOU TOU ETTITEDOU TG
deryparoAnwiog rou TPAYLATOTTONBNKE,

TTAnpogopies OXETIKA HE TNV(-IS) TauToTrOINMEVH(-EC) 1
mieavr(-€¢) Tmyr(-Eg) poAuvong,

AETITOEPEIEG OXETIKG HE TV EKTAON TNG TrpoodiopioBeioag

poAuvong, oupTEpIAapBavopévou- Tou  apiBpol Xhpwv
Tapaywyng Kai Tou apiBpol TapTidwy pe EvOeifn Tng ToikiAiag kat,
otV TTEPITTTWON TATATOCTTOPOU, TS Katnyopiag,

AETTTOPEPELEG TG oploeéfncng fwvng, ouptrepihapBavopévou Tou
apiBpol TV TTEPIOXWV TaPAYWYRS, ToU Sev EXOUV XapakTnpioBel wg
HOAUGHEVEG, OAAG oupTepAapBdvovTal am gavn,

oTroladrjTroTe AAAN TTAnpopOpia OXETIKY HE TO EMBERaiWBEV(-via)
kpoUopa(-ra), Thv omola atrairel n Emrporri.
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[APAPTHMA IV

Ta eMORUWC ETOTITEUGHEVA pPETPA TIOU avagépovial oTnv Trapdypago (1) Tou
Kavoviopou 9 Trpemel va eivar:

(@

®)

€

Xprjon w¢ {wotpoe HETd amd Bsprﬁ emefepyadia GMCTE va PNy UTTARXEL
Kivbuvocg emipiwang tou opyavicuoU:

A

51680 Ot EMOTHWGE EYKEKPILEVN ToTroBeaia SIGBeoNg atropAfTWY, OTNY
oTrola Sev UTrdpyel eppavig KivBuvog Biaguylig Tou TTaboyovou oTo

TEPIBAAAOY, TI.Y. HEoW BINBNoNG Ot YEWPYIKG eBAPN-

n
kadan

n

Biopnxavikh petarmoinon péow armeuBeiag kal AUeCTS TTApadoong o
LETOTTOINTIKY Hovada pe emionpa eyKeKpIEves eykaTaoTdoels didBeong
amoBATWY yia TIC OTroleg Exel BIaTOTWOE! 6T eV UTFAPXE! EPPAVIG
kivBuvoc HETABOaTC Tou opyaviopoU Kal pe obatnua KaBapiopod Kal
OTOAIHAVGTS TOUAGKIOTOV TWY avaxwpolvTwy oxXnUATwy: :

A

GAAa péTpa, Ue TV TpolTréBeon 6T éxel BiamoTweel 6T Sev UTTGpXEl
EHPGVIIC KivBUvoC PeTdBoong Tou opyaviopol: Ta PETPO QUTA KO 1
aImoASynoT] Toug KolvoTroloUvTal apécwg otnv ETTTpoT Kal Ta Aorrd
KPATN HEAN. .

OAa ta evamopsivavTa amdBANTA TTOU OXETI(OVTAl Kol TTPOKITITOUY aTrd Ta aVWTEPW
Siarievial pe EMOTPWS EYKEKPIPEVES HEBGBOUG olppwva pe To Mapdprapa V Twv
Kavoviouwy auTtmv. :

H kardAAnAn xprion f 81G8eon Twv KovBUAWY 1} QUTLY TTou £xouv Tpocdiopiobel wg
TBaVGC POAUCHEVA CUOUPWVA HE TRV UTTOTTapdypago (B) mg Trapaypdgou (1) Tou
Kavoviopol 7 Kai avagépovial oty mrapdypago (2) tou Kavoviopou 8, ums Tov
£Aeyxo TG Apuddiag Apxrg, HE TV KaTdAANAn emkovwvia peragl Twv  apuodiwy
emionuwy @opéwv Wote va eaopalileTal TAVTOTE 0 EAEYXOG QUTOG KAl UE TNV
éykpion NG Appodiag Apxiic Tou Kpdroug péhoug oTo otrofo ouokeudgovTal 1j
petarrololvial o TFaTATeEG 600V aPopd TIG EYKATAOTAOElS SiIdBeong amofAfTwy Twou
avagépovTal oTnV TTPWTN Kat Tr) SelTepn TEPITTWIOT, TPETE! VA Efval:

(@)

* Xpron wg TATaTEG EPTTOPioU TTPOOPIGOHEVES Yiar KaTavaAwon, CUCKEUQOHEVEG '
. yia Gpean TapdSoon kai XpRon Xwplg v ouoKeuaaia, OE XWpo pe

semerd A YT e Y Ao e R AT, e e
xaTd&AAnAeg eykaractéoeig SidBeong amoBMiTwy. O1 rardreg Tou

Tpoopifovral yia gUTeuoT WTropoly va utoAnBolv oe eTeCepyacia poévov
oToV iBlo XWpa, £dv i emegepyaoia auTr yivel XwpioTd r’]_p;n’i’( atrd
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Kabapiousd kai amoAduaven)-

at
(B)  xprion w¢ TATATES EMTTOPIOU Trpoopliousvsg yla Blopnyaviky yeraroinon,
TTOU TTpoopigovTal yia atreueiag kai GHECT) TTapGdooT] OE LETATTONNHKY
HOVABA HE KATGAANAEG EYKATAOTACEIC B1GBeong aToBANTWY KAl HE
‘oboTnua Kaapiopol Kar amoAUHAVAnG TOUAGXIOTOV TWY avaxwpolviwy
oxnHATWY,

n
(Y)  &\An yprion i} BidBeon, ue v TpoUTéBeon 611 éxal SiamoTtwBel 6T dev
UTTAPYE! EPQaVES Kfvéuvog 510(500r1g TOU opyavigpol Kai uird mv.

Trpotm'oeacm ™me sprlcng atrd Toug avapepBEVTES appdBioug ETHIONHOUC
Qopeig.

O1 katdAAnAeg péBodor kaBapiopol Ko CtTro)\uporvcng TV avrmemavwv mTou
uvacpépov-cn otV Tapdypaga (3) Tou Kavovxcpou 9 Trpémer va. eival QUTES yia TIG
oTrofeg €xel SiamaTWOEl 611 deV UT'C(pXEl Epgaviig Kivduvog diddoong Tou opyavicpod
Kai eQappOZovTal UTT6 TNV ETTOTITEIN TWV apHOGIWY ETIONHWY QOPEWY TWV KPATWY
per'Jv. .

H ceipd pétpwv Tou e@apuslouv T KPArn péAn PEca oTnv oploBeTnpévn Jwv
Tou BIaTIOTWeNKE Bdoel TV unomfpaypacpo {y) ™g wopaypdpou (1) ToU
Kavoviopiod 7 kai avagépetal oty mapdypago (4) Tou Kavoviouod 8
meptAapBaver:

Ze TEPIOXES TAPaYWYNAG TOU  XapoKTNpiovigl w¢  LoAuopéves Bdosl g

uTroTrapaypdeou (a) ¢ mapaypdeou (1) Tou Kavoviopod 7:

(@  Ze aypd TOU XUPUKTNPIZETAl WG HOAUCUEVOS desi TNG uTToTTapaypd@ou (a)
¢ mapaypdgou (1) tou Kavoviopot 7 efre

() . {oa) KoTd T SIGPKEI TOUAGXIOTOV TPIV KOAAIEDYNTIKWIV ETMV
ETG TO €T0G TNG TPoodiopIoBeioas udhuvong, :

- AapBdvovral HETpa yia TV EEGAEIYN TWY QUTOQUWDY
QUTWYV TTaTaTag Kai -GAAWY QUTOQUWV QUTWV Trou efva
EeVIOTEG TOU opyaviouoU-

Kail

- Bev purelovral KvBuhol Tratdrag, QuTd f
TpayHarikel omrépol fj dAAa autopul] QUTE TTou eival
GeVIOTEG TOU opyavioHoU, fi QUTE yia TA OTroid UTTApXE!
epgavnis KivBuvog diddoong Tou opyavioHoy,

(BB) katd TNV TPUWTN KGANEPYNTIKA Trspx’oﬁo Tardrag HETA TV
Tepiodo Tou efeiSikeleTar GV TFponyoUpevn TTEPITITWON Kali
~umd TOV-6p0 6110 aypog-Exel Bpelel atraXAayHEVOC TS



B

0)

(vy)

(aa)
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QuUTOQUN QUTE TTATATAS Kal dAAQ QuTo@UR QUTE Trou eival
EevioTEG TOU OpYaVIoHOU Katd Tr BIGPKEIT Emcrquv

eTTIBsNATELY Vi T Bl0 TouldvicTov cuvevn woMAenpvnTivg
v...v._w,.,.,..,.,w. Y1 CXCTOY (S 4 SPYGTIRG

£t pIv amd T QUTEUCT), EMTPETETA! HOVOV R TTAPAYWYT]
TIOTOTWV UTTOPIoU Kal oI guyKopiZopevol K6vOuhol TIpETTEL vd
eAéyxovTal oUpewva pe T JIadikaoia Trou TTepY pageTal
AemrTopepwc oTo Mapdaptnua l,

KAt TNV TPWTH KaANEpYnTIKA Tepiodo Tardrag HETd TV
Trsploﬁo TroU KGBOplC&Tal OTNV TTPONYOUHEVN TEPITITWGON Kal
oGppwva pe éva kardAndo olaotnpa apeiyioopdg, mwou Ba
eival TouhdyioTtov 8Uo €11 €dv TTROKEITAL VA Ka}\)\lepynaex
TATATOOTIOPOC, PUTEUOVTA! TIATATES YIA TTapaywyr £iTe
TATATOOTIOPOU EITE TTATETAG ETTOPIOU KAl TTRAYHATOTTOIETAI
emionun e€éraorn 6Twg kaBopilerar oty TTapdypago (1) Tou
Kavoviopoud 4 1

KaTd T SIGPKEIR TEOOGPWY KAAMEPYNTIKQV ETOV PETA TNV
Tepiodo ¢ Tpoadlopiobeicag PéAuvong,

- )\achxvovml HETPA yia THY eEAAEIYT TWV QUTOPUWDV
QUTWV TIOTATAS Kal dAAWvV CXUTO(pUu.)V QUTWV TTou gival
EevioTéG TOU  OpyaviopoU:

Kai

- o aypo¢ damnpeital efte XEpoog EITE WG POVIHOG
BocKoTorrog oTov omoio, N B)\acrnor] K6BeTal cuxvor
Kal YAMnAG i o oToiog XpiioitoTrolelTal yia evIaTKn

BéoKnoN,

KaTd TV TTPWT KaANepynTIKn - Trepiodo Tardrag perd my
Traploﬁo TOoU KCXGOpICETGl oTnV TTponyoUlevn TfapiTrTwcn Kal

uTTd TOV 6pO OTI O aypog éxel BpebBel ctTraMcxypevog aTmo
auTOQUI QUTA TTATATAS Kol GAAC QuTOpUK| QUTG Trou sival
EevioTEG TOU opyaviopoU kard T didpkela eTTionpwy
emBswprotwy yia Ta 800 TouAdYIoTov oUVEX] KaAMEepYNTIKA
£1r) TTPIV TH QUTEUCT], ETITPETETAN HOVOV 1} TTApaywyH
TATATOTTTOPOU [} TTATATAS EUTTOPIOU KOl OI CUYKOUICBHEVOL
k6vBUAoI eAéyyovTal oUuewva [e T Siadikaoia Tou
Teplypdeeral AeTrTopepyg oo Mapdpmpa -

oe 6Aoug ToU¢ GAAOUG aypolc TNG HOAUCHEVNG TTEPIOXNG TTApaywyng Kal
spbdoov 1 Apuddia Apxri kpivel 6T éxer e€aielpBei o kivouvog petddoong Tou
opyaviopol aird qutopur] QUTS TraTdTag Kol GAAG auToQur| QUTE TTOU
Bpébnkav va eivat EEVIOTEG TOU opyavIoHoU:

o

To KaAiepynTIKS £T0¢ PETd TNV TrpoodlopioBeioa poAuvon eite dev
puTtelovTal KGVBUADL, QUTA 1] TTpaYHATIKOIGTTOpol TTaTdTag I} GAAX

(ac)

. QuIOQUI PUIG Trou Bpébnkay.va.eival EevioTEG Tou opyaviapod 1.

' utrope! va QuUTEUBE] EICTHWG TIOTOTTOINHEVOG

TATATOCTTOPOG HOVOV VIO TapAywYr TATATag ;pwc}piou,
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()  xatd to deUTEpo  KUAMEPYNTIKO  ETOC PETA TV TEPIOdO TG

' TpoodlopioBeicag  pdAuvong  QuUTEUETAN T YA TTApaywyn
TATAT6OTTOpPoU 1] TATdTag EPTTopioy  HOVOV  EMCAUWG
MOTOTTOMPEVOG  TTATATOOTTOPOS I} TTATATOTTIOPOG TToU £XEl
uTroBAnBei ot emionpo EAeyxo yia TV amouoia ¢ daKTUAIWTHAG
oRYNS Kal €Xel KAANEPYNOEl UTrS ETTioNHO EAEYXO OF BIAPOPETIKOUE
XWPoUg Trapaywyng amrd autols TTou avapépovtal aTo onpefo 4.1,

(m)  yia TouhdyiaTov 1o TPITo KAANEPYNTIKG ETOG HETA TNV TrEpiodo TG
- poodioploleioag HOAUVOTIG, HOVOV ETICHHWS TIGTOTTOIHEVOG
* TATATOOTTOPOG ] TTATATOGTTOPOG Trou KaANEPYETAl UTTS eTTion o
£Aeyyo Ao £MOHPWE TOTOTTOINHEVO TTATATOOTIOPO QUTEUETAI VI
Tapaywyr TaTaréaTTopouy 1 TTardrag eptropiou,

(v)  kartd T SiGpKeia GAWY TWY KAAMEPYNTIKIOV ETLIV TTOU avagépovTal
' OTIG TTPOrYOUEVES TIEPITTTWGEIG, AAUBAEvVOVTal HETPA Yia TNV

e€AACIYN TWV QUTOPUIV QUTGV TIATATAG 1] GAAWY QUTOQUWV QUTLV .

Tou Bpébnkav va eival EEVIOTEG ToU opyaviopoU, GV UTTAPXOUY, KAl
Biegayerar og kdBe ayps kaANiEpyeliag TaTdrag emrionpog EAeyXog

TWV CUYKOMIGBEVTWY Tratariv cUppwva- e T dladikaaia Tou
Teprypdgeral oto [lapdpTtnHa i .

) QUECWE HETG TOV XAPAKTNPIOUS WOAUVONG cUUQWYA HE THV UTTOTTApAYpago
(a) Tng Trapaypdpou (1) Tou Kavoviopol 7 kai HETd 10 TTPWTO ETOUEVO
KahMepynTIKS £10g, KaBapiCovral kay aroAupaivovTal katdAAnA dAa Ta

" UIYQVIHATa Kot O aTroBnKeuTIKol XWPOol OToV XWPo TApaywyrig Tou £Xouv
OXEon HE TNV Tapaywyr Tatarag HE TG KatdAAnAeg peBddoug 6Twe opileta
oTo onpefo 3 ‘ ’

(8) ot povdada TPOCTATEUSHEVNG QUTIKIG Trapaywyrig &trou gival duvarr| n
TAPNG AVTIKATACTAGCT] TOU UTFOOTRWHATOG BAGOTNONG,

(1) . ©Gev puredovTal K6vBUAL, QuUTA ] Trpayparnkol ordpor Tapd pévov
edv o1 Hovada Tapaywyiis pappoiovIal EToHWG
ETTOTITEUOHEVA PETPA Vi TNV eEGAEIpN TOU 0pYaVICHOY Kal THY
aTToUdKpuUVEn  6Aou  TOU  UAIKOU  TWV QUTEV LEVIOTWV,
CUPTEpIAGUBAVOEVNG, TOUAGXIOTOV, MG TTARPOUS GVTIKGTACTUONG
TOU  UTTOCTPWHOTOS BAAOTNONG Kat TOU kKaBapiopoU Kal Tng
amoAlavong g Hovadag Trapaywyns kot GAou Tou eEoTrAiouod,
Kal, oTh GUVEXEID Exel XopnynBel ddeia yia rapaywyr] Tardrag amo
TOUG app6dioug micnoug popeig:

Kat
() .} mopaywyr} Tardrag Yiverar amd TICTOTOINUEVO TTATATOOTTOPO 1

amo WikpoKoVBUAOUG 1] HIKPOQUTE TTOU TTpoépXovTal atrd
eheyxBeioeg TryES: :

4.2. Eviéc ¢ opioBetnuévne  {ivng, ME v emelAatn Twv  PETPWY  TOU
TrEplypdgovTal oo onpeio 4.1,  Appédia Apxry:



(@)

®

)
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Apgowg petd Ty TpoodiopioBeica poAuvon, eEacpahifetal 6T GAa Ta
HXavipaTa Kai ol GTTOGI’)KEUT!KOf xcprI O€ TETOIEG EYKATATTACEIG TTOU

cuvdéovTal LE TNV TODAYWY \\m Tt vmanmrmnm %o GTFCAU;JG!VCVTG:

Ll Gl iy AL

KaTGAAnAQ, HE TIG Evésoawpsveg pedodoug, om:.)g opieTan aTo onueio 3

QHECWG, KAl VIO TPEIS TOUAGYIOTOV KuMlapynTlKég mepIGBoug peTd TV
TpocdiopioBeica poAuvan:

(1) E€ao@alilel, HESW TWV ApUOBIWY ETICNHWY POPEWY TG, TV
ETTOTTTEI TWV XWPWV TToU KaANiepyoUvTal, amroBnkebovral 1
Siakivolvtar KOvOUAor TTaTdTag, KABWES Kal Twv XWPWwY O0TOoUg OTroloug
AsitoupyoUv, Bdoel oUpBaocng, UNXavVIHaTA yid Ti§ TTATATEG, ’

() amrarrolv T EUTEUOT QTTOKAEICTIKG TOTOTOINUEVOU CTIOPOU 1
oépou Trou €xel TapaxBel utrd eTrionpo EAsyX0 Vi OAEG TIG
KOAMEPYEIEC TTATATAG THG JOvNG auTrg, Kal SoKipr, HETG ™)
ouyKomdH, ToU TTaTaTdaTTOPOU TToU TTapdyeTal G TOTTOUG
mxpaywyﬁg TToU 40UV XapaKTr]picrsi w¢ meavd)g HoAuGHEvOL,
oUWV HE THY UTTOTTC(pGYpGCPO (B) ™g Trapaypcx(pou (1) Tou
Kavoviopotd 7,

(m)  amwairolv TN XWEIoT)] SIOKIVNON TWV aTTOBERATWY CUYKOMICBEVTOG
TFATATOOTIOPOU KAl TIATATAS ELITTOPIOU YIa OAEC TIG EYKATACTAOEIG
™G Zwvng i éva gloTnua kabaplopol kat aroAUpaveng Tou 8a
TpEtrel va eQapuocBel ueTald g Siakivnong Twv anoespmwv
crropou Kat ‘IT(ITC(TC(Q egtropiou,

(v) Btevepyouv amcnpn eEéTaon 6Trwg TEplypdQETar OTNV mapdypago (1)

Tou KavoviopoU 4-

KarapTiZel, Katd TepimTwaon, TPOYPUUHA avTIKATAaTaoNG OAWV TWY

. amoBepdTwy TaTaTdoTTOpoU Ot £UBETO XpaviKa BIGoTH.
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MAPAPTHMA V

- O emionpa eykekpipéveg pEBoGor B1G8song amoPAfTWY TTOU ava@EPOVIAl OTO
Mapdapmnpa 1V mapdypagog (1} eivar olppwveg pe TIg akdlouBeg Biardlelc €rol
WOoTE va amoTpaTrel oTroiocdijroTe EPQAVig Kivouvog Biddoong Tou opyaviopou:

(i) Ta améBAnTa TOTATAG (CUUTTEPIAGHBAVOUEVIOY TWV OTTOPPIYPEWY TATATWV
Kai Tou pAoloy Tratdrag) Kai otrolodijoTe GAo oTeped amOfANTO TToU
TIPOEPXETA! AT TATATEG (CUUTEPINAPBAVOUEVOU TOU XWHATOG, TWV TTETPMV
Kot GAAWV UTTOAEIHPIATWV) TTRETTEl VA aTopaKpivovTal i1 PE,

(aa) OGidBeon o€ EMOTPWS EYKEKPIPEVO Kal £101KS Xpo didbeong
arroPARTwY O0TToU Bev uioTaTal Epeavric Kivduvog Biaguyrig Tou
opyaviopou oTo TepIRAAAoY, Tr.X. HEow TNG BIfBNoNG oe YEWPYIKA
eddon. Ta améBAnTa HeTapEpovTal ameubeiag oTov eV Adyw XWpo
UTré CUVBRKEG TTEPIOPICHOU, ETO1 (DOTE VA UNV UTTAPXE! KIvOUVOG
OTTWAEIOG TWV ATTORANTWV:

]

(BB) kadan,
n

{vyy) d&AAa pérpa, pe v polimdBeon 61 £xer SlamoTwe] 611 Bev
uTrdpyxe! eppaviic kKivduvog perddoang Tou opyaviopoUd- Ta péTpa

QuTtd TPETEl VA KovoTrolobvial oTrv ETiTpoT Kot 1o dAAa Kpdn
HEAY

(i) uypd amroBANTA: TPV aTré T BIGBECT] TOUG, TA Lypd aTTORANTA TTOU
mepthapBdvouv alwpobpeva oTeped atoixeia uTToRdAAavTal ot Siadikaoieg
dinénong A kabifnong yia mv an‘opaKpuvor] QUTLV TWV cTspswv oToixeiwv. H
B16BeaT) TWV OTEPEWY QUTWV O‘TOIXEIU)V yiveral le Toug TpOTTOUG TToU
TrpoBAEmovTal aTo onueio (j).

Ta uypd am6BAnTa Tpémel eive:

(aa) va Beppaivovral TouAdyioTov og 60 °C kaB' 6Ao Tov &yKo eTri
ToUAdyioTov 30 AeTrTd IV atrd m didbeot] Toug:

Ul
(BB) va diariBevral pe dAAo TPATTC Trou EXEl EYKPIBEl ETICTHWG KAl UTIG
ETTIONMO EAEYX0, (OTE VA HNV UTTAPXE! eppavig kiviuvog emaehig

TWY amoBARTWY HE YEWPYIKAE e84pn. Of ASTTTOPEPEIES TWV PETPWV
QUTWV KolvoTrololvTal o1d GAAQ KpdTr HEAN kai TV ETiTpoTT.

‘Ot "emMAOYEG " TroU Tr'u'pdﬁes'vrdi oTe" Trapov” I’lapo’(pmpd 1oy 0ouyv “emiong “Yia T
améBAnTa TTou  EXoUuY crvacm pe ™ OStaxeipion, OidBeon kol emefepyocia
po)\ucpsvwv TTapTidWV. .
OQTHZ dQTIOY,
Yrioupyog Newpyiag, duoikwv Moépwy
Kat MeptBaAiovtog.



